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SYSTEM AND METHOD FOR NONLINEAR
OPTICAL NULL ELLIPSOMETRY

CROSS REFERENCE TO PRIOR
APPLICATIONS

This application claims the benefit of U.S. Provisional

Application No. 60/592,333 filed Jul. 29, 2004 and U.S.
Provisional Application No. 60/567,712 filed May 3, 2004,

which applications are incorporated herein in their entirety.

STATEMENT REGARDING FEDERALLY
SPONSORED RESEARCH OR DEVELOPMENT

The U.S. Government has certain rights in the present
application as provided by the terms of contract no. 031677,
which was funded by the National Science Foundation.

TECHNICAL FIELD OF THE INVENTION

The present invention generally relates to ellipsometry
and, more particularly, to a system and method for nonlinear
optical null ellipsometry.

BACKGROUND OF THE INVENTION

Ellipsometry 1s a technique of non-destructive measure-
ment allowing optical characterisation of a sample having a
specular or quasi-specular surface. The term ellipsometry 1s
used as a collective term for denoting various methods for
studying the physical properties of test samples by means of
measuring the amount by which they change the polarization
ol a polarized light beam. In principle, a beam with a known
state of polarization 1s retlected from or transmitted through
the test sample. After reflection at the test sample or after the
light has passed through the test sample, the physical prop-
erties of the test sample can be ascertained from the change
in polarization, using optical calculations.

Ellipsometry 1s based on the fact that a monochromatic
clectromagnetic wave changes 1ts intensity and state of
polarization 1f 1t non-perpendicularly strikes the interface
between two dielectric media (for example, a substrate
coated with a film). The ellipsometer linearly polarizes the
light beam before it strikes the sample surface; linear (or
circular) polarization indicates that the light gets only two
perpendicular components having the same amplitude. The
beam, after going through the interface between the surface
film and substrate, 1s reflected and changes 1ts polarization,
1.¢. both the ratio amplitude of the two components (W) and
their phase (A) are modified. The two components of the
reflected light are no longer mutually perpendicular and
have a diflerent amplitude; hence the polarization becomes
clliptical and the technique 1s called ellipsometry. The
cllipsometer measures the experimental values of the two
components of the reflected light, giving the values W and A.
The value W i1s calculated by multiplying the ratio of
amplitudes of the incident beam by the amplitudes of the
reflected beam; the value A comes from the difference of
their phases.

Ellipsometry can be implemented in situ and therefore 1s
well suited to the study of the mechanisms of thin layer
growth, the formation of interfaces and the control of the
processes used to form these layers and interfaces. For
example, during semiconductor fabrication, thin films are
deposited on a water. The thickness of the films 1s critical
and may be readily determined from ellipsometric measure-
ments. There are numerous other manufacturing processes
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2

that also require accurate deposition of thin films. Ellipsom-
cters are routinely used to measure the quality of these
processes by analyzing the film properties.

The ellipsometric measurements can be made at one fixed
wavelength or at several wavelengths (1.e. spectroscopic
cllipsometry). According to the wavelength region of the
source (near ultra violet, visible, near infra red, infra red,
etc.) 1t 1s possible to analyze different properties of layers or
of bulk materials. In the ultra violet and visible regions, the
depth of penetration of the radiation 1s often slight. These
wavelengths are often used for the study of surfaces and
interfaces. Generally this does not allow access to layer
volumetric properties of materials which can, however, be
obtained through measurements 1n the 1nfra red region. Inira
red 1s also well suited to measurements of vibrational
absorption (chemical bonds).

In reflection ellipsometry, the test sample has a retlective
surface on which the light beam 1mpinges with an oblique
angle of icidence. The ellipsometric data obtained can be
used for ascertaining the refractive index and the extinction
coellicient of the surface material of the test sample. It the
test sample 1s covered with a dielectric film, it 1s possible to
determine the thickness and the refractive index of the film.
Reflection ellipsometry 1s the most sensitive and most

accurate method for measuring such films or layers. Instead
of using a reflected beam, it 1s also possible to analyze the
light beam which 1s transmitted through the test sample. This
method 1s referred to as transmission ellipsometry. The same
procedure which 1s used for measuring the change 1n polar-
ization 1n transmission ellipsometry can also be employed
for studying bulk properties of transparent materials, for
example the birefrigence of crystals or optical rotation of a
sugar solution. The latter 1s conventionally referred to as
polarimetry, but 1t falls within the general term of ellipsom-
etry. For the sake of simplicity hereinaiter, reference will
primary be made to retlection ellipsometry but 1t should be
appreciated that, unless stated otherwise, the information
and procedures set forth herein also apply to transmission
cllipsometry and polarimetry as referred to above.

In ellipsometry, the physical parameters of the test
sample, which are the aspects of interest, simultaneously
allect the relative intensity and the phase delay of the two
polarization components of the light beam. As external
influences atfect the two polarization components to the
same degree, ellipsometry 1s very insensitive with respect to
such external influences. That also explains the extremely
high degree of accuracy of ellipsometric measuring methods
in conventional laboratory equipment.

An ellipsometer essentially comprises a light source for
emitting polarized light, a test sample and an analyser which
analyses polarization of the light after 1t has been retlected
at the test sample or after 1t has been transmitted through the
test sample. More particularly, an ellipsometer typically
comprises a light source and a detector together with two
polarizers, one of which 1s disposed near the light source and
1s conventionally referred to as the polarizer, while the other
1s disposed 1n the vicinity of the analyzing means and 1is
generally referred to as the analyzer. The test sample 1s
disposed between the polarizer and the analyzer, and the
assembly may include one or two devices for altering or
moditying the polarization of the light, referred to as polar-
ization modifying devices or polarnization modulating
devices. The polarization modulating devices may be polar-
1zers which produce a partial polarization eflect, birefrigent
devices (which are referred to as compensators), or optical
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rotators and/or geometrical rotators. If, for example, the
polarizer 1s rotated relative to the test sample, that 1s a
geometrical rotation. The diflerences between the individual
kinds of ellipsometers arise out of the choice of the device
used for modifying the state of polarization. By virtue of the
particular design construction selected, ellipsometers have
different properties, for example 1n regard to accuracy, high
measuring speed and suitability for operation with multiple
wavelengths.

Because of the non-directional nature of optical laws, the
sequence 1 which the optical components are disposed may
be interchanged between the two polarizers. The mode of
operation of the overall assembly then remains the same.

In order to carry out ellipsometric measurements, the
surface of a sample 1s illuminated by a light beam and the
state of polarization of an 1ncident beam 1 1s compared with
that of the reflected beam r or the transmitted beam. A
polarization electric field vector E 1s generally represented
by 1ts projections E. and E ,, respectively perpendicular and
parallel to the plane of incidence. The projections E; and E
are complex amplitudes.

In the domain of linear ellipsometry, the polarization
reflectance ratio 1s traditionally defined to be the ratio of the
reflection coetlicients p- to s-polarized light

P=Rp/R—(Ep/Eg) /(Ep/Eg);

(1)

and 1s indicative of the modifications to the state of polar-
ization produced by the surface being studied. p 1s a com-
plex number, therefore two ellipsometric parameters must be
obtained 1n order to determine p, which 1s generally repre-
sented 1n the form:

p=tan W-e'*=(Ep/Es),/(Ep/Es); (2)

The two parameters W and A describing the change in
polarization are thus combined in the complex quantity p.
The parameter W 1s a measure of the relative intensities (the
amplitude ratio) of the p-to-s polarization states of the probe
light beam, and the parameter A 1s a measure of the relative
phase shift between the p and s polarization states. The
parameters W and A, and hence the number p, depend, at the
same time, on the surface properties of the sample, the angle
of incidence of a beam and the measurement wavelength.
The expression of W and A, or of p, as a function of these
parameters, 1s given by the equations of Fresnel, as 1s well
known 1n the art.

As a conventional method of obtaining these ellipsometric
parameters W and A, the null ellipsometry method 1s known.
In null ellipsometry, the change 1n the state of polarization
which 1s caused by the test sample 1s compensated by
suitable adjustment of the polarization modulating device so
that the light beam 1s extinguished by the analyser. Adjust-
ment to a mimimum level of received intensity may be

ellected either manually or automatically. The measurement
result 1s then the position of the polarization modulating
device upon extinction of the light beam. In this method, a
polarized beam 1s radiated from a light source onto a
measurement target at a predetermined angle with respect to
the target, and a beam reflected by the target, which 1s
clliptically polarized, i1s transmitted through a A/4 (quarter
wave) plate and an analyzer to be guided to a light-receiving,
unit. While optical intensity signals obtained by the light-
receiving unit are observed through, e.g., a measuring unit,
the A/4 plate and the analyzer are rotated to obtain a
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4

rotational angle at which the mimimum optical intensity 1s
observed. The above-mentioned ellipsometric parameters
are calculated on the basis of this rotational angle, as 1s
known 1n the art.

Second harmonic generation (SHG) and sum-irequency
generation (SFG), which are the respective frequency dou-
bling and frequency mixing of light, have emerged as
powerful ellipsometric probes for characterizing oriented
surface systems. By nature of the unique symmetry of SHG
and SFG measurements, the detected signals are often
dominated by the oriented chromophores at interfaces and
are largely insensitive to greater numbers of randomly
oriented species 1n the bulk. This symmetry condition has
been exploited with great success 1n surface-specific spec-
troscopic measurements by SHG and SFG at solid/liquid,
liqguid/liquad, liquid/air, solid/air, semi-conductor, polymer
and biological interfaces.

r

T'he intensity of the second order nonlinear beam gener-
ated from an oriented umaxial organic film between two
1sotropic media 1s dependent on the nonlinear optical sus-
ceptibility (described by the rank three x* tensor), the
incident itensity or intensities, the polarization states of the
incident and exigent light, and the linear optical properties
of the interfacial system. A routine approach for i1solating
relative values of the x'* tensor elements is to compare the
intensities of the s- or p-polarized nonlinear beams measured
as Tunctions of the polarization state(s) of the incident
beam(s). For example, the expressions 1n Egs. 3 and 4 below
(or vanations thereol) are commonly used 1n reflection SHG
measurements ol achiral uniaxial interfacial films performed
using linearly polarized incident light with the plane of

polarization rotated away from purely p-polarized by the
angle v.

12°=C"Ya sin® (29)s (X *(I)° (3)

{ ;m: CHlsgX zyxt+co SEY(—S W xxz 55X zxx—SeX Zyxt

S X777 () (4)

In standard reflection and transmission measurements of
achiral films far from resonance, relative values of the tensor
clements are easily obtained from the ratios of the second
harmonic itensities measured under different polarization
conditions or from nonlinear curve-fitting.

As new samples, unique substrates and diverse interfacial
systems are increasingly investigated by SHG and SFG,
many of the simplifying assumptions routinely used to treat
polarization measurements may not hold. For example, the
Fresnel factors that describe the electric fields at an interface
will be complex-valued 1n studies conducted 1n total internal
reflection or in studies of multilayer films. The Fresnel
tactors will also generally be complex 1n systems in which
the nonlinear film, the substrate, or the ambient medium
absorbs either the incident or exigent light (e.g., in spectro-
scopic studies). Finally, i1f the nonlinear surface layer
absorbs one or more of the incident or exigent optical
frequencies, the X tensor elements themselves will also be
complex-valued. In any or all of these instances, even the
simple expressions 1 Egs. 3 and 4 (or variations thereof)
describing SHG can become complicated. Expansion of the
expressions 1n Eqgs. 3 and 4 1n the most general case of SHG
measurements with complex fitting coeflicients and complex
tensor elements yields the expressions in Eqgs. 5 and 6.
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' Re(s; *Re(x xxz)* + Im(s) ¥ Im(y xxz)* +

1
I, = C=sin’(2y) . , , )
4 - Re(s) ) Im(y xxz)® + Im(sy )*Re(y xxz)”

—Re(s3)Re( v xxz) + Re(ss)Re( yzyx ) — Re(se)Re(s7)Re( y7z7)
+Im(s3 ) Im( y xxz) — Im(ss)Im( yzxx ) + Im(se)Im(s; )Im( xzz7)

{ Re(se)Im(yzxx ) + Imisg)Re( yzxx ) +
C

cos>y

Re(se )Re(yzxx ) — Imi(se)Im( y zxx ) +
I,=C

CDSZ’}’[

N 2

Ty

J

—Re(s3)Im(y xxz) + Re(ss)Im( y zxx ) — Re(se)Im( xzxx) + Re(s7)Im( x 7zzz7)
—Im(s3)Re(y xxz) + Im(ss)Re( y zxx ) — Imis¢ )Re(yzxx ) + Im(s7)Re( y zzz)

(3)
(6)

5 2

|

It 1s immediately apparent that extracting the real and 1° wave plate rotation angles for a right circularly polarized

imaginary components of the three independent tensor ele-
ments present in SHG from the second harmonic intensity
measured as a function of v 1s nontrivial. Even assuming the
x®) tensor elements are purely real, Egs. 5 and 6 yield a
mimmum of two possible solutions for the relative tensor
elements (for X, and X,.., of like and opposite sign).

An alternative detection approach was pioneered during
the emergence ol nonlinear optical surface measurements of
uniaxial films 1 which a rotating polarizer 1s placed between
the sample and the detector. As described hereinabove,
rather than compare normalized intensity ratios, the rotation
angle of the polarizer that resulted in extinction of the
nonlinear beam was used to determine relative values of the
tensor elements and subsequently molecular orientation.
Using this type of approach, the ambiguity regarding the
relative sign between X.,.- and X, 1n principle can be
removed. However, this rotating polarizer approach will
only produce a true null provided the nonlinear beam 1is
linearly polarized, which generally limits its reliable appli-
cation to standard reflection and transmission measurements
of vanishingly thin transparent films far from resonance (in
which case both the x® tensor elements and the Fresnel
factors are purely real).

SUMMARY OF THE INVENTION

Nonlinear optical null ellipsometry 1s disclosed as a
method to evaluate second-order nonlinearities on and off
resonance 1n thin surtface films and bulk materials.

BRI

F DESCRIPTION OF THE DRAWINGS

The patent or application file contains at least one drawing
executed 1n color. Copies of this patent or patent application
publication with color drawing(s) will be provided by the
Oflice upon request and payment of the necessary fee.

FIG. 1 schematically illustrates the optical path for a first
embodiment instrument used for nonlinear optical null ellip-
sometry.

FIG. 2 1s a schematic cross-sectional view of a thin film
and substrate test sample illustrating second harmonic gen-
eration 1n an ultra-thin film.

FIG. 3 1s a graph of absorbance vs. wavelength showing
the ultraviolet-visible spectra for two dye solutions analyzed
with the instrument of FIG. 1.

FIG. 4 1llustrates calculated intensities of the detected
SHG beams as functions of the exigent quarter and half
wave plate rotation angles for a p-polarized incident beam
using the methodology of the present invention.

FIG. § illustrates calculated intensities of the detected
SHG beams as functions of the exigent quarter and half
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(RCP) mncident beam using the methodology of the present
invention.

FIG. 6 1s a graph illustrating the normalized second
harmonic responses using the methodology of the present
invention for the first 10 minutes after BSA imjection from
p-polarized and RCP incident light (triangles and open
circles, respectively).

FIG. 7 1s a graph illustrating the slow time kinetics of BSA
binding to glass 1n the experiment of FIG. 6.

FIG. 8a 1s a schematic diagram of the SHG response of
unbound rhodamine.

FIG. 86 1s a copy of the graph of FIG. 4.

FIG. 8¢ 1s a schematic diagram of the SHG response of
rhodamine closely associated with surface-bound BSA.

FIGS. 9a and 96 schematically illustrate that the NONE-
SI methodology of the present invention can be adapted for
measuring specific binding interactions of unlabeled pro-
temns 1 real time from binding-induced changes in the
orientation of an SHG-labeled receptor protein.

FIG. 10a 1s a graphical depiction of the approach used 1n
the present invention to determine the interfacial optical
constants using the effective x*’ tensor elements measured

by NONE for a FITC-BSA film.

FIG. 105 contains an expanded view of the region cor-
responding to the minimum 1n FIG. 10a.

FIG. 11a 1s a schematic representation of a configuration
for the detection optical pathway (the arrow represents the
direction of the light beam) having two rotating wave plates
and a polarizer set to pass s-polarized light.

FIG. 115 1s a schematic representation of a configuration
for the detection optical pathway (the arrow represents the
direction of the light beam) having two rotating wave plates
and a polarizer set to pass p-polarizer light.

FIG. 11c¢ 1s a schematic representation of a configuration
for the detection optical pathway (the arrow represents the
direction of the light beam) having a rotating quarter wave
plate and rotating polarizer.

FIG. 11d 1s a schematic representation of a configuration
for the detection optical pathway (the arrow represents the
direction of the light beam) having a rotating polarizer.

FIG. 11e 1s a schematic representation of a configuration
for the detection optical pathway (the arrow represents the
direction of the light beam) having a rotating wave plate and
polarizer set to pass p-.

FIG. 11f 1s a schematic representation of a configuration
for the detection optical pathway (the arrow represents the
direction of the light beam) having a rotating wave plate and
polarizer set to pass s-.
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FIG. 12 1s a schematic diagram showing a projection of
the p- and s-polarization notation onto the Cartesian geo-
metric system as used to describe molecular orientation at an
interface.

FIG. 13a 1s a schematic representation of a configuration
for the incident optical pathway (the arrow represents the
direction of the light beam) with the polarizer set to pass
s-polarizer light, rotating haltf wave plate and quarter wave
plate at —45°.

FI1G. 135 1s a schematic representation of a configuration
for the incident optical pathway (the arrow represents the
direction of the light beam) with the polarizer set to pass
p-polarizer light, rotating half wave plate and quarter wave
plate at +45°.

FIG. 13c¢ 1s a schematic representation of a configuration
for the cident optical pathway (the arrow represents the
direction of the light beam) with the polarizer set to pass
s-polarizer light, rotating haltf wave plate and quarter wave
plate at +45°.

FIG. 13d 1s a schematic representation of a configuration
for the incident optical pathway (the arrow represents the
direction of the light beam) with the polarizer set to pass
p-polarizer light, rotating half wave plate and quarter wave
plate at —45°.

FIG. 14 1s a graph of the second harmonic intensity for
DR-19 measured using the methods of the present invention
using various rotations of the half wave plate and the quarter
wave plate of FIG. 1.

FIG. 15 1s a plot of experimentally determined minimum
angles for the iterative approach using automated NONE of
the present imvention.

FIG. 16 1s a graph of extracted p values for rhodamine
labeled dextran used to compare different polarization detec-
tion techniques.

FIG. 17 1s a graph of extracted p values for FITC-BSA
used to compare different polarization detection techniques.

FIGS. 18a—d are plots of the predicted intensities calcu-
lated as a function of the exigent half wave plate and quarter
wave plate rotation angles for a DR-19 monolayer film as
measured according to the present invention.

FIG. 19 1s a predicted intensity map of the second
harmonic signal for R-6G at an incident polarization of
a~0° and a,=-45°.

DETAILED DESCRIPTION OF TH.
PREFERRED EMBODIMENTS

L1l

For the purpose of promotion an understanding of the
principles of the invention, reference will now be made to
the embodiment illustrated 1n the drawings and specific
language will be used to describe the same. It will never-
theless be understood that no limitation of the scope of the
invention 1s thereby intended, such alterations and further
modifications 1n the illustrated device, and such further
applications of the principle of the imnvention as 1illustrated
therein being contemplated as would normally occur to one
skilled 1n the art to which the invention relates.

(Given the sensitive dependence of SHG and SFG on thin
f1lm optical properties and the long tradition of ellipsometry
as a successfiul tool for interpreting surface optics, the
present inventors have developed a new approach for acquir-
ing and mterpreting nonlinear optical surface measurements
combining these linear and nonlinear techniques. As
described heremabove, 1 a typical ellipsometry measure-
ment, an incident beam of known polarization 1s directed at
the sample. The polarization state of the reflected light can
be related back to the ellipsometric angles 1 and A, from
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which the optical properties of the surface can be deter-
mined. In linear ellipsometry, p 1s traditionally defined to be
the ratio of the p- to s-polarized reflection coetlicients and 1s
related to 1y and A through the following relation.

R

Ry (7)
R,

Jo = tany X e

Inherent characteristics of nonlinear optics prevent simple
definition of the nonlinear signal in terms of ellipsometric
reflection or transmission coellicients. A more general nota-
tion will be adopted herein, 1n which the nonlinear parameter
0°® is defined as the complex ratio of the p- to s-polarized
second harmonic electric field amplitudes.

(8)

2w
E:P

F2w

&

;jZH;EE

As described hereinbelow, nonlinear optical null ellip-
sometry (NONE) 1s developed theoretically and demon-
strated experimentally as a novel method to directly deter-
mine the full complex-valued x*’ tensor element ratios from
nonlinear polarization measurements. For simplicity, the
discussion hereinbelow 1s presented 1n terms of SHG,
although the approach 1s general enough to also be appli-
cable 1n SFG 1nvestigations.

1. TENSOR ELEMENTS FROM INTENSITY
MEASUREMENTS

Provided that the electric-dipole allowed x** tensor ele-
ments for surface second harmonic generation are purely
real (or more generally of identical phase), their relative
values can be mterrogated from polanzation-dependent
intensity (PDI) measurements acquired under a minimum of

three different polarization conditions, such as those
described i Egs. 9, 10, and 11.

{ ppzm:C|_S W xxzHSsX zxx+S ?xzzz|2 (9)

I;w:asﬁxmﬁ (10)

145" =YaCls | X xxA” (11)

The first subscript on I*® in Eqgs. 9—11 indicates the polar-
ization component of the second harmonic beam and the
second subscript the polarization of a linearly polarized
incident beam. For example, 1_,.°“ refers to the s-polarized
intensity recorded for an incident beam linearly polarized
with the plane of polarization rotated 45° with respect to the
p and s coordinates. In all cases, 1t 1s assumed the second
harmonic intensities are normalized by the square of the
fundamental 1intensity. The relative values of X+ and Xy«
are simple to determine.

12
;[%gu (12)

26
1&45

S
:;:t:Zl_lJ

K4

XZXX

X XXZ

Since the relative sign of X+ and X, cannot be deter-
mined from the intensity alone, two solutions result (as
indicated by the + symbol).
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In contrast 10 X +/Xs~-, €valuation of X_../X,~, Irom
Ippzm 1s complicated by possible complex contributions 1n
the fitting coeflicients. Expansion of Eq. 9 yields the expres-

sion 1n Eq. 13.

¥

2 2 2 2 2 3
X xxzIs3l +X%}(}(|55| + Xo77157] (13)

o _ ) ~2Xxxzxzxx [Re(sz)Relss) + Imisz)lm(ss)] |
pp —2x xxz¥zxx [Re(s3 )Re(s7) + Im(s3 )Imis7)

=2 xzxx xzzzIRe(ss)Re(s7) + Im(ss)Im(s7)] |

Combination and rearrangement of Egs. 11 and 13 yields the
following relationship between the ratio of Ippzm/ I ..°“ and
X, assuming purely real tensor elements.

OzﬂxZZZE'Fbezz'FC (143.)

a=ls* (14b)

R | o e L e | L S o o O o o o (14c¢)

C=1=S3X xS X 7yt —Yals P17/ 457 ) (14d)
The quadratic formula can be used to determine two solu-
tions for X/ X5+ for each solution 1n Eq. 12, for a total of
four possible sets of relative tensor elements that are con-
sistent with a given set of intensity measurements.

It the tensor elements themselves are also allowed to be
complex (as would be expected 1n resonance-enhanced or
spectroscopic investigations), determining the many unique
solutions for the real and imaginary components of the
tensor elements from intensity measurements alone 1s sig-
nificantly more complicated.

2. GENERALIZED NULL ELLIPSOMETRIC
DETECTION

FIG. 1 schematically illustrates the optical path for a first
embodiment mstrument used for nonlinear optical null ellip-
sometry as described herein, the optical path being indicated
generally at 10. A light source 12 1s provided as an incident
light source. The light source may supply light of substan-
tially a single wavelength (e.g. from a laser) or 1t may supply
multiple wavelength radiation (e.g. from several lasers or

other broadband light sources. The light beam from laser 12
passes through a first visible absorbing filter (VF) 14, a first

halt-wave plate (HWP) 16, a Glan laser polarizer (GLP) 18,
a second half-wave plate (HWP) 20, a first quarter-wave
plate (QWP) 22, a first plano-convex lens (L) 24, and a
second visible absorbing filter (VF) 26 before being applied
to a total internal reflection cell 28 containing the test
sample.

Total internal reflection cell 28 1s designed to contain a
liquid test sample to be subjected to the incident beam of the
cllipsometric tests described herein. Cell 28 comprises a
prism 30 having an o-ring 32 positioned thereon. A plate 34
(for example, an aluminum plate) rests upon the o-ring 32,
thereby forming a sample chamber 36 bounded by the
aluminum plate 34, the o-rnng 32 and the prism 30. An
aperture 38 is preferably provided in the aluminum plate 34
to facilitate imtroduction of a liquid sample 40 (for example,
a dye solution) into the sample chamber 36.

The exigent beam leaving the total internal reflection cell
28 passes through a first infrared absorbing filter (IR) 42, a

second plano-convex lens (L) 44, a second quarter-wave
plate (QWP) 46, a third half-wave plate (HWP) 48, a
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polarizing beam splitting cube (PBC) 50, a second mirared
absorbing filter (IR) 52, and a first 532 mm 1nterference filter
(IF) 34 before being applied to a first photomultiplier tube
(PMT) 56 detector.

T'he mstrument 10 includes an optional second detection
path output from the PBC 50, comprising a third infrared

absorbing filter (IR) 53, a second 532 mm 1interference filter

(IF) 35, and a second photomultiplier tube (PMT) 57 detec-
tor.

The present inventors believe that the nonlinear nature of
second harmonic generation lends itself to the use of a
generalized ellipsometric approach. Using the instrumental
configuration shown in FIG. 1, a null at the detector must
satisty the expression 1n Eq. 15, written using Jones matrix
notation.

(15)

0
o |= [ e e

In Eq. 15, ¢*® describes the far-field complex second har-
monic electric-field polarization emanating from the inter-
face, and the superscripts of 2m indicate angles and matrices
for the second harmonic beam. The capital M’s indicate the
Jones matrices for the rotated optical elements, with M,,>®
representing the polarizing beam-splitting cube, M,,”® the
halt-wave plate, and MQZ'I' the quarter-wave plate. The
Jones matrices for the rotated elements are determined from
combinations of the Jones matrix evaluated with the fast axis
of the optical element parallel with the p-polarized compo-
nent of the field (1.e., M(0)) and rotation matrices describing,
the change in reference frame as the optical element 1s
rotated. Mathematically, M(ca.)=R(-a)M(0)R(a), in which
the R’s indicate the appropriate rotation matrices for rotation
of the reference frame by the angles in parentheses. In
practice, the values for anm and c.,,°® yielding a null are
determined experimentally for a given incident fundamental
polarization state. Evaluation and simplification of the

rotated Jones matrices 1n Eq. 15 yields the expression n Eq.
16.

sin(2a2%) | CGS(QEHZQ‘“) — i SiIl(ZEHSU) | e

0 07 cos(2a7)
[ } —CGS(ZC%U) —i| o2 _

_ sin(Zﬁyfj“) —CGS(QEI%M) i

sin(ZﬂyzQw )

Further simplification of Eq. 16 using Fuler’s formula leads
to the following expression for the relationship between the
complex polarization of the nonlinear beam and the angles
of at,,”® and aQZ‘” that produce a null in the detected second
harmonic intensity.

. E?“ cos(2A%) + jcos(2aE)

F o2 B —sin(2A2%) + isin(2a?’)

(17)

A generalized notation has been adopted herein 1n which p
1s defined to be the complex ratio of the p-polarized to
s-polarized electric fields, rather than the ratio of reflection
(or transmission) coeflicients as in linear ellipsometry.
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3. JONES MATRIX DESCRIPTION OF
SURFACE SECOND HARMONIC GENERATTON

The polarization state of the second harmonic light gen-
erated at an interface 1s a function of the surface second-
order nonlinear optical polarizability tensor x**, the polar-
1zation state of the incident field, and the Fresnel factors
relating the field amplitudes at the interface with the incident
and exigent fields. For a umaxial surface film with C_
symmetry, only four nonzero independent tensor contribu-
tions to x“* remain in SHG.,
Xxxz Xxzx Xyyz Xyzy ald Xy Xy —Xyyy——Xyzy lhe
last set of elements disappears for surtaces with mirror-plane
C.. symmetry. The nonlinear interfacial polarization for
SHG measurements of an achiral film 1s given 1n Eq. 18.

Rzzzs Rgxxy Rzyys

2X XXz€1 x €17 (13)

i) i)
QXXXZEL,YEL,Z

xzxx €8 x ) + xzxx (€Ey) + xzzz(e¥ )

The polarization vector of the incident beam within the
interfacial layer e, is given by matrix multiplication of the
tar-field 1incident polarization € with a 3x2 transformation
matrix T, projecting the s and p coordinate system to the
surface coordinate system and a diagonal 3x3 matrix L®
containing the appropriate Fresnel factors describing the
local field components (e, ”=L"T,"e™). Similar matrix alge-
bra can be used to relate the nonlinear polarization within the
interfacial film to the second harmonic intensities far from
the interface (¢*“=T_,**L*%¢, ). Performing the appropri-
ate matrix algebra vyields the relation in Eq. 19 for SHG
measurements acquired 1n reflection.

D _ —53,\{;(;(2(8{;)2 + 55X ZXX (f.'-?"f,’,,f)2 + S6 X Zxx (fz?g"’)2 + S?XZZZ(EL;)Z 1 (19)

i) L)
S1X XXZ € €S

The s, fitting coeflicients 1include all the angular terms and
the approprate Fresnel factors. As defined, these coellicients
are valid both for chiral and achiral interfaces for an arbi-
trary polarization of the incident beam. Explicit expressions

for the fitting coeflicients used for these measurements may
be found 1n G. J. Stmpson, J. Chem. Phys. 117 (2002) 3398.

Evaluation of the appropriate Jones matrices for the
polarizer/half-wave plate/quarter wave plate arrangement of
FIG. 1 with the polarizer set to pass s-polarized light and
(15“2—45“‘ yields the following expression for the polar-
ization of the incident field.

¥ o (20)

[ | } cos(2a¥) Cexp(—2iaf)

sin(2a2 [U G}E ]
1| sin(2az) —cos(2a%;)

0 1

“g& =L

- lexp(2iay) |

FIG. 2 1s a schematic cross-sectional view of a thin film and
substrate test sample illustrating second harmonic genera-
tion in an ultra-thin film. The 1ncident beam 60 (solid lines)
transitions from the ambient atmosphere 62, through non-
linear film 64 and into the substrate 66. At each interface, the
beam 60 1s partially reflected and partially transmitted. The
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dotted lines 68 indicate the second harmonic source 1nitially
propagating upward, while the dashed lines 70 1ndicate the
second harmonic source nitially propagating downward.
Substitution of epzm and e_*“ into Eq. 19 yields the following
expression describing the second harmonic polarization gen-

erated from an achiral umaxial system for the configuration
shown 1n FIG. 2.

[—s3 X xx2 + S5 X zxx + 57 X zzz)exp(—4iag; ) + (21)

. Efﬁ" Se X zxx exp(diajy)
p(ay) = worie -

The relationship 1n Eq. 21 provides a link between the
complex value of p*® measured from the null angles a,,”
and a.,,” given in Eq. 17 and the x®) nonlinear optical tensor
clements. Complex ratios of the tensor elements can be
determined by combining measurements of p~“ acquired for
multiple rotation angles of o,,”. Using the relations e’=1,
e 2= ~7W2—_1, the following equalities can be easily

1, and e
derived.

ﬁZM(E) n Iﬁﬁu(g) — _256}{2}(}( (22)
8 S1 X XXZ

Wit : S5 XZXX ST X777 53 23

I (g)—lﬁm(U): —2( + —~ —) (23)

STXxxZ S XxxZz 51

The ratios of the tensor elements are straightforward to
determine from the measured values of p**.

X7ZXX SUr 2Ty . 2 (24)
LI P 0

- 256[;9 (g)+ip™ 0]

XZzz 53 SSXZXX  SL [ 2,/ . 2w (25)
_ % _ e Ty e

Xxxz S71  S1Xxxz 287 [p (3) L )]

Since both the fitting coefficients and the p*® values in Egs.
24 and 25 are allowed to be complex, the real and 1imaginary
components of the relative tensor elements can be uniquely
determined from the ellipsometric nulling angles without the
need for complicated nonlinear curve-fitting algorithms and
with no a prior1 knowledge of the surface hyperpolarizabil-

1ty.
4. EXAMPLE 1

The experiments of Example 1 were performed using an
istrument as described in FIG. 1. A New Wave Research
Polaris Neodymium:Yttrium Aluminum Garnet (Nd:YAG)
laser (available from New Wave Research, Inc., 48660 Kato
Road, Fremont, Calif. 94538) was used as the light source
12, and generated 5—7 ns pulses of 1064 nm light at 20 Hz.
The infrared light was passed through a visible-blocking
RG6935 filter 14 and the beam power was attenuated through
the combination of a halt-wave plate 16 and Glan laser
polarizer 18 set to pass s-polarized light. After attenuation,
the beam passed through a halt-wave plate 20 1n a rotating
mount, a quarter-wave plate 22 fixed at —45°, a plano-
convex lens 24, and a final visible-blocking filter 26.
Approximately 1 ml per pulse of mcident light was then
focused onto the solid/liqud interface of a total internal
reflection sample cell 28. After exiting the cell 28, 532 nm
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light generated at the sample 40/prism 30 interface was
passed through an infrared absorbing KG3 filter 42 and
recollimated with a second lens 44. The light then passed
through a quarter-wave plate 46, a half-wave plate 48, a
polarizing beam splitting cube 50 oriented to pass s-polar-
1zed light, a second KG3 filter 52, and a 3532 nm interference
filter 54 before introduction to a photomultiplier tube 56
(Burle 8850, available from Burle Industries, Inc., 1000
New Holland Avenue, Lancaster, Pa. 17601-5688). The
intensity of the nonlinear response was read directly ofl an

oscilloscope (Tektromix TDS 540, available from Tektronix,
Inc., 14200 SW. Karl Braun Drive, P.O. Box 500 Beaverton,

Oreg. 97077) following preamplification (EG&G Ortec
9303, available from EG&G ORTEC, 100 Midland Rd., Oak
Ridge, Tenn. 37830).

In a given NONE measurement, the intensity of the
nonlinear response was manually nulled by iteratively rotat-
ing the 532 nm quarter wave plate 46 and half-wave plate 48
until a mimmimum 1n the peak-to-peak potential from the PMT
56 was observed on the oscilloscope (~30 averages). Back-
ground signal from dark noise was ~10 mV, a prism 30 with
no sample would generate a ~20 mV background, and a
sample with a nulled signal produced ~30 mV. The signal
detected under nulled conditions was typically more than
two orders of magnitude smaller than the maximized signal
(obtained by rotating the 532 nm halif-wave plate 48 45°
from the null angle).

Solutions of 1.0x10™° M rhodamine 6G (R-6G, Aldrich,
~99% pure, available from Sigma-Aldrich Chemical Co.,
Milwaukee, Wis.) and 5.0x10~* M disperse red 19 (DR-19,
Aldrich, ~95% pure, available from Sigma-Aldrich Chemi-
cal Co., Milwaukee, Wis.) i 2-propanol (Mallinckrodit,
HPLC grade, available from Mallinckrodt Baker, Inc., Red
School Lane, Phillipsburg, N.J.) were introduced to the
prism/solution interface of the total internal reflection cell

28. Prior to use, the prism 30 was cleaned by immersion 1n
chromic acid (LabChem Inc., 10%, available from LabChem
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Inc., 200 William Pitt Way, Pittsburgh, Pa. 15238) for 15
minutes followed by a thorough rinsing with ultrapure water
(>17.5 M&cm). The prism 30 was then rinsed with 2-pro-
panol before being placed into the sample cell 28. To contain
the dye solutions; an o-ring 32 was sandwiched between the
total internal reflection face of the prism 30 and a thin piece
of aluminum (1" square) 34 machined with a ~/4" hole 38
for solution introduction/extraction.

Ultraviolet-visible spectra for both dye solutions are
shown 1n FIG. 3. The vertical bar 80 1n the figure indicates
the second harmonic wavelength (532 nm). In the case of
R-6G, the second harmonic wavelength 1s resonant with a
strong transition within the chromophore (A, =529.5 nm).
In contrast, the second harmonic for DR-19 i1s within the

absorption envelope but not perfectly on-resonance
(A =4735.2 nm).

FricEX

The null rotation angles for the half-wave plate 48 and
quarter wave plate 46 are compiled in Table 1.

TABLE 1
Null angles (°) detected using NONE {for disperse red 19 and
rhodamine 6G
DR 19 R-6G
[IQELIJ CLHELD CLQELD EI—HELD
Oy = 0° 132 (£2) —-185 (£2) 27 (£5) 210 (£3)
QL™ = 22.5° -119 (£2) -17 (£2) 36 (1) 153 (£1)

The averages and standard deviations were determined from five repli-
cates.

Consistent with Egs. 22 and 23, null measurements were
made for both circular and linear incident polarizations of
li%ht (a,,"=0° and 45°, respectively). The complex-valued

X tensor elements were obtained from sums and differences
of p*® values as described in Eq. 24 and 25 (Table 2 and 3).

TABL.

(Ll
o

Values of the %’ tensor elements for R-6G in 2-propanol, normalized for 3, =1

PDI
NONE (+) (-) (+) (-)
Kncxcz 1 1 1
y ~0.5 (£0.2) - 0.521 (x0.09i) 0.90 (£0.02) ~0.90 (£0.02)
Azzz 1.7 (x0.1) + 0.71 (x0.1i) 1.54 (£0.08) -1.78 (x0.08) 1.50 (x0.08) -1.83 (+0.08)
oY ~2.3 (£0.3) + 1.2i (=0.41) 1.7 (£0.1) ~2.0 (x0.1) ~1.7 (£0.1) 2.0 (0.1)

T(l'zlﬂ tensor components determined from the intensity-based measurements were evaluated assuming purely real
%~ elements and yielded four possible solutions consistent with the set of experimental results.

TABL.

L1l

3

Values of the ¥*?’ tensor elements for DR-19 in 2-propanol, normalized for y.._ =1

PDI
NONE (+) (=) (+) (=)
Yooz 1 1 1
Yonx 0.9 (x0.1) — 0.141 (£0.091) 0.97 (£0.04) -0.97 (£0.04)
Yory 2.0 (x0.3) + 1.01 (£0.21) 2.5 (£0.1) =26 (z0.1) 2.5(x0.1) -=-2.1(+0.1)
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In contrast to the NONE measurements, the PDI approach
required the assumption of purely real x* tensor elements
and yielded a set of four possible solutions. In solving for the
normalized value of the x_. tensor element, the square root
of the intensity ratio was taken (Eq. 12) for which x_.~-and
X1+, could be either of like or opposite sign. Subsequent use
of the quadratic formula to calculate the x.,.,., tensor element
produced two solutions for each of the two sign possibilities
for x,,.. From the intensity data, the set of four possible
solutions for the three independent nonzero x* tensor
clements, normalized with respect to X, are summarized
in Tables 2 and 3. The fitting coeflicients used to calculate
values for the relative tensor elements for both the NONE
and PDI measurements can be found mn G. J. Simpson, J.
Chem. Phys. 117 (2002) 3398. The dielectric constant of the
thin film was assumed to be the average of the corresponding
prism and solution dielectric constants, such that nﬁZmzz
(npﬂ5m2+nwbsmfj)/2. Previous investigations indicate an
intermediate value for the refractive index of the nonlinear
layer yields physically reasonable results 1n nonlinear opti-
cal polarization measurements of submonolayer films.

Since NONE measurements retain phase imformation 1n
the fully complex tensor ratios while the PDI measurements
do not, the NONE results should correctly predict the
observed relative intensity data (although the reverse 1s not
generally true). A comparison of the measured relative
intensities and those predicted from the NONE measure-

ments 1s summarized in Table 4 for both DR-19 and R-6G.

TABLE 4

Comparison of the experimental intensity ratios and those predicted
from the NONE data

Observed Predicted from NONE
Disperse red 19
Ip5/1545 0.88 (£0.08) 0.8 (£0.2)
II:'P/IS45 72 (105) 8 (il)
Rhodamine 6G
Ip5/1545 0.76 (£0.03) 0.5 (£0.2)
Ipp/1545 2.8 (£0.3) 4.1 (£0.6)

With DR-19, the predicted intensity ratios were within
experimental error of the measured values for both 1, /1 45

and 1, /I ,5s. Although qualitatively similar results were

observed comparing the measured 1ntensity ratios for R-6G
with those predicted from NONE, this system yielded values
outside the range of experimental error for I,/1 5 and
I, /145- Apossible explanation for this discrepancy could be
the relatively simple treatment used to model the interfacial
optics.

Previous studies with disperse red dyes and R-6G suggest
that DR-19 should be dominated by the p_. .. element and
that R-6G 1s dominated by the 3. . . element at the wave-

engths used in this Example. Consistent with these limats,
the ratio of X_;+/X++-- 1S expected to be 1 for DR-19 and the
ratio of X,,.,./X .- should be -2 for R-6G. NONE measure-

ments of DR-19 vielded X, ++/X5:n~0.9 (£0.1)-0.141

(£0.091), a value within error of unity and almost purely real.
The most closely-matched PDI solution assuming purely
real tensor elements with X, and X .., of like sign yielded
a ratio of 0.97 (x0.04), in good agreement with both expec-
tations and the NONE measurements. In the case of R-6G,
NONE vyielded x..,/X~=—2.3 (£0.3)+1.01 (£0.21). Of the
four possible solutions from PDI measurements assuming
purely real tensor elements, the tensor ratio that most closely

matches the NONE results (1.e., X,.~—=0.90+£0.02 and
X---~1.50+£0.08) yielded a ratio of X,,/X ~=—1.7 (£0.1).

16

The poor correspondence between the NONE results and the
PDI results presumably stems from the improper application
of the PDI approach 1n systems on resonance, 1n which the
assumption of purely real tensor components 1s no longer

5 justified.

10

15

20

25

30

35

40

45

50

55

60

65

The fully-resonant results for R-6G summarized in Table
2 demonstrate the importance of retaining relative phase
information in surface second harmonic generation mvesti-

gations. The imaginary component of the X..,./X_ . ratio 1s
half as great as the real component 1n the R-6G film and 1s
large enough to be significant. Consequently, care must be
taken when interpreting x'*’ tensor elements from intensity-
based measurements 1n resonance-enhanced and/or spectro-
scopic investigations. Even near resonance as in the case of
DR-19, immaginary contributions can be non-negligible
(Table 3). Using simple expressions that are only strictly
valid far from resonance such as those 1n Egs. 12 and 14 can
lead to significant errors for systems with complex-valued
tensor elements on or near resonance. In contrast to PDI
methods, NONE measurements can be reliably and easily
employed both on and off resonance for systems with real or
complex Fresnel coeflicients (e.g., for dyes absorbing inci-
dent or exigent light, for multilayer films, and/or for mea-
surements acquired in total internal reflection).

>. USE OF NONE IN BIOSENSING
APPLICATIONS

The surface selectivity of second harmonic generation
(SHG) coupled with the reasonably high sensitivity and
simple instrumentation requirements demonstrated herein-
above promises significant potential for the use of nonlinear
optical methods in biosensing applications. By providing
surface-specific information in real time, nonlinear optical
sensing approaches present attractive alternatives to other
optical-based sensing techmiques for in situ detection of
unlabeled proteins (for example), including surface plasmon
resonance (SPR), traditional ellipsometry, and waveguide
techniques. Furthermore, the nonlinear optical approaches
disclosed herein are largely insensitive to subtle changes 1n
the bulk refractive index that often plague SPR, waveguide,
and ellipsometry analyses. Most of these linear optical
methods also 1mpose specific requirements on the surfaces
and/or substrates that can be used. The greater flexibility 1n
substrate selection and inherent surface specificity of surface
second harmonic generation has led many groups to pursue
nonlinear optical approaches for transducing protein/inter-
face interactions. Since methods for reliably detecting unla-
beled proteins are far more attractive for a host of practical
reasons, the large majority of SHG protein adsorption stud-
ies to date have relied on detecting the native nonlinear
optical protein response (analogous to autotluorescence).
Notable exceptions include work by Salafsky, in which
protein binding kinetics were measured using “SHG-labels™
(Salatsky, J. S. Chem. Phys. Lett. 2001, 342, 485), and by
Salatsky and Eisenthal, in which protein binding was trans-
duced from the concomitant reduction 1n the native back-

ground SHG response of the charged silica/water interface
(Salafsky, I. S.; Eisenthal, K. B. J. Phys. Chem. B 2000, 104,

7752).

With the one exception of the study by Salafsky and
Eisenthal, a major limitation of these previous nonlinear
optical studies has been the required use either of proteins
with substantial native nonlinear optical activities or of
labeled proteins. Clearly, altering a protein by the attach-
ment of a fluorescent or SHG-active label not only poten-
tially influences 1ts biological and surface activity, 1t also
introduces additional sample preparation procedures. Alter-
natively, reliance on the native protein nonlinear optical
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response generally prohibits the facile detection of protein—
protein interactions using surface-immobilized proteins, for
which the SHG-activity of the mmitial protein-decorated
surface 1s likely to compete with the analyte response.
Without this flexibility for surface design, methods relying
on the native protein nonlinearity generally are limited to
monitoring non-specific surface-association at relatively

simple interfaces. Although the method developed by Salai-
sky and Fisenthal circumvents the need for significant

nonlinear optical activity from the native protein, the rela-
tively weak signals obtained from the bare water/silica
interface arise exclusively from changes i the surface
potential, which again places significant restrictions on the
surface architectures that may be employed.

As described hereinbelow, nonlinear optical null ellip-
sometry for signal 1solation (NONE-SI) 1s demonstrated as
a novel and general method for background-free real-time
biosensing of protein/surface mteractions. This method may
be practiced using the mstrumentation depicted in FIG. 1. As
disclosed hereinabove, the exigent beam 1n nonlinear optical
surface measurements 1s generally elliptically polarized (in-
cluding linear and circular polarizations as specific subsets).
By passing the beam through a quarter wave plate (QWP) 46
rotated at the appropriate angle, the resulting beam can be
transformed from elliptically to linearly polarized. With an
appropriate selection of a half wave plate (HWP) 48 rotation
angle, the beam can be completely rejected at a subsequent
polarizer. Irrespective of the imtial polarization state, a
combination of half and quarter wave plate rotation angles
exists that produces zero intensity at the detector. From the
wave plate rotation angles resulting in intensity minima, the
complete polarization state of the nonlinear optical beam can
be determined, which 1s the basis for the nonlinear optical
null ellipsometry (NONE) disclosed herein. Following this
nulling procedure, surface binding of an analyte generally
induces a change 1n the polarization state of the nonlinear
optical beam. Consequently, the mitial combination of wave
plate rotation angles no longer vields zero intensity, but
rather results 1n a signal that scales quadratically with the
surface concentration of adsorbate (assuming a second-order
nonlinear optical process). This methodology can be used to
form a biosensing instrument that 1s capable of accurately
measuring adsorption kinetics at a film interface. For
example, this novel approach was used for the real-time
background-iree detection of unlabeled bovine serum albu-
min (BSA) adsorption kinetics at the silica/aqueous solution
interface, providing insights into charge reorganization dur-
ing the adsorption process.

The fundamental concepts of NONE for characterizing
surface nonlinearity are described hereinabove. If the non-
linear beam from the surface 1s passed through a quarter
wave plate, a half-wave plate, and a polarizer in series as
depicted i FIG. 1, the detected field 1s given by the
tollowing equation.

0 0 Me 1 (25)

o2 - N i '
P in2A) + isin(207)) cos(28%) + icos(2a3;") || &2

In Eq. 25, A*“=a. Hzm—agzm and N 1s a constant proportional
to the surface number density of SHG-active chromophores
(assuming 1dentical non-interacting chromophores). For an
appropriate combination of o.,,”“ and aQZ{”,, the detected
SHG intensity from the 1nitial background response (species
A) can be suppressed at the first photomultiplier tube (PMT)
56 (and correspondingly maximized at the second PMT 57),

such that le,,, ;- >*=0. Introduction of a new source of
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nonlinear polarization (species B) vields a net polarization
from the 1nterface given by the coherent linear combination
of the two fields.

epprrur - =(N Aepzm"‘I+NBe;m’B) [cos (2A%*)—i cos
(207 +(N e 2+ Nge *“P)[sin (2A**)-i sin
(207 (26)

For a selection of o and o, producing zero intensity at
PMT 56 from species A alone, the detected field simplifies
to a function solely dependent on the nonlinear optical
properties ol species B.

(27)

. Eg‘“’ﬂ [cos(2AA ) + fCDS(Qn‘ZHﬁU’H)] +
epmT#1 = VB

o2 [sin(2A%4) — isin(2a3;"" )]

A

In Eq. 27, the superscripts indicate the NONE ellipsometric
angles yielding null signals at PMT 36 for species A alone
(or more generally, the initial background SHG response). It
1s 1mportant to note that a distinction 1s made between
NONE measurements (which are measurements of the QWP
and HWP rotation angles producing intensity minima) and
NONE-SI measurements (which are measurements of inten-
sity acquired after first performing a NONE minimization).
Using this simple and general polanzation selection
approach, the detected intensity becomes independent of the
number density of species A and scales quadratically with
the number density of species B.

2 2 IR
Iparre” *Np'lepprra™ (28)

6. EXAMPLE 2

The SHG measurements for Example 2 were carried out

in a total internal reflection cell 28 using a fused silica
right-angle prism 30 (ESCO Products, S1-UV, available

from ESCO Products, 171 Oak Ridge Road, Oak Ridge, N.J.
07438). The solutions were introduced to the surface
through the aperture 38. Prior to each use, the prism 30 was
immersed 1n a bath of chromic acid for 10 minutes, rinsed

with ultra pure water, and dried under a stream of nitrogen.
Rhodamine 6G (R6G, Aldrich, ~95% pure, available from

Sigma-Aldrich Chemical Co., Milwaukee, Wis.) was used
without purification and was solvated in high punity water
(resistivity of >17.5 ME&2cm). In each set of kinetics mea-
surements, two solutions were prepared, one with R6G and
the other with 2bovine serum albumin (BSA, Mallinckrodt
~99.5% pure, available from Mallinckrodt Baker, Inc., Red

School Lane, Phillipsburg, N.J.) and an identical concentra-
tion of R6G.

A schematic of the instrument 1s shown 1 FIG. 1 and
described i1n detail hereinabove. In brief, radiation from an
Nd:YAG laser 12 (1064 nm, 5—7 ns pulses) was focused onto
the surface (~1 ml per pulse). The incident beam was
prepared 1n a given polarization state by an appropnate
combination of half wave plate 16 and quarter wave plate 22
rotation angles, as shown in FIG. 1. After being generated at
the total internal reflection interface, the second harmonic
beam was passed through a second set of quarter wave plate
46 and half wave plate 48, a polarizing beam-splitting cube
(PBC) 50, and appropniate spectral and spatial filters prior to
detection using a photomultiplier tube 56,57.

Polarization analysis of the SHG from both the aqueous
R6G/Tused silica interface (R6Gi/silica) and the interface
between fused silica and an aqueous solution contaiming
both R6G and BSA (BSA/R6G/s1lica) was performed using

the nonlinear optical ellipsometric approach described
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heremn. In a given NONE polarization measurement, the
SHG intensity detected at PMT 56 was minimized by
iterative rotation of the QWP 46 and the HWP 48 along the
exigent beam path. NONE polarization data were acquired
with the QWP 22 along the incident beam path fixed at
A, ——45° and tor HWP 20 rotation angles of o, "=-22.5°,
0°, 22.5°, and 45°, corresponding to linearly polarized light
oriented at —45°, night circularly polarized light, linearly
polarized light oriented at +45°, and left circularly polarized
light, respectively. The intensity minima determined from
the NONE measurements for each incident polarization state
(four separate measurements for each) were used to deter-
mine the complex parameter p, equal to the ratio of epzm/ e~
using equation 17.

NONE polarization measurements were acquired for the
R6G aqueous solution/fused silica interface prior to intro-
duction of BSA and after ~1 hr of exposure of the surface to
BSA. The NONE intensity mimima were always at least a

10

15

20

Values 1n parentheses indicate one standard deviation
from 4 separate measurements. The incident QWP was fixed
at o, =—45° for all reported values.

The retention of phase information by null ellipsometric
polarization characterization provides substantially greater
information content than comparable prior art intensity-
based polarization analysis approaches, particularly 1n reso-
nant or near resonant measurements such as these. The
experimentally acquired p values summarized in Table 5
were combined using the procedure described hereinbelow
(under x. Supporting Calculations) to yield a full suite of
complex-valued eflective tensor elements, describing the
nonlinear optical responses of the surfaces. In turn, these
effective x® tensor elements (compiled in Table 6) were
used to predict the complete polarization state of the exigent
SHG beam, including full phase information, for any arbi-
trary input polarization.

TABLE 6

Summary of Effective v Tensor Elements Measured from the NONE Polarization Analysis.

XSSP %PSS %PPP XSPP § %PSP §
R6G/Silica 1 ~0.17 (+0.03) + 0.44 (x0.03) + ~0.06 (+0.06) + ~0.01 (+0.05) -
0.08i (x0.01i) 0.34i (£0.01i) 0.02i (£0.01i) 0.02i (+0.05i)
BSA/R6G/ 1 ~0.12 (£0.02) + 0.40 (+0.02) + ~0.16 (£0.05) - 0.07 (£0.03) -

Silica

0.107i (x0.005i)

0.37i (£0.04i) 0.19i (x0.01i) 0.06i (+0.03i)

* Asterisk indicates effective tensor elements that are only expected to be nonzero i chiral films.

factor of 40 smaller than the intensity maxima (simulta-
neously recorded on PMT 57).

In a given kinetics experiment, a solution of 0.41 mM
R6G was mftroduced to the surface. The second harmonic
response measured by PMT 56 was subsequently mimmized
by iteratively rotating the QWP 46 and HWP 48 along the
detection pathway. The solution containing 2x10™> M BSA
(also 0.41 mM R6G) was subsequently introduced through
the tlow cell 28, and the second harmonic response was
monitored from 35 minutes prior to mjection up to 5 hours
after injection. When recording the long-time kinetics (>15
min. ), the laser 12 repetition rate was reduced from 20 Hz to
2 Hz. The raw data were normalized using the intensity of
the SHG beam detected at PMT 57 from the R6G solution/

fused silica interface as an internal reterence.

NONE polarization measurements were performed to
determine the complete polarization state of the nonlinear
beam before and after adsorption of BSA, the results of
which are summarized 1n Table 3.

TABLE 5
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35
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45

Using Equations 25 through 28, the predicted intensity of
the detected SHG as a function of the rotation angles of the
QWP 46 and HWP 48 positioned along the detection path-
way were reconstructed for both p-polarized and right
circularly polarized incident beams (FIGS. 4 and 5, respec-
tively) with no adjustable parameters. FIG. 4 illustrates
calculated intensities of the detected SHG beams as func-
tions of the exigent quarter and half wave plate rotation
angles for a p-polarized incident beam. FIG. 5 illustrates
calculated intensities of the detected SHG beams as func-

tions of the exigent quarter and half wave plate rotation
angles for a right circularly polarized (RCP) incident beam.
In FIGS. 4 and 5, the detected NONE-SI 1ntensity corre-
sponds to the intensity difference in between the two sur-
faces at the minimum of the initial surface, and “Initial” and
“Final” refer to the R6G/silica and BSA/R6G/silica inter-
faces, respectively. The curves shown in FIGS. 4 and 5 are
predicted intensity responses derived solely from the experi-
mentally mea-

Results of the Experimental NONE Polarization Analvsis.

Qg = =22.5° Qg = 22.5° Q= 0° Qg = 45°
(—45°) (45°) (RCP) (LCP)
R6G/Silica  ag™™ 71° (£3°) 17° (£1°) 71° (£2°) 114° (+4°)
Qo 25° (£2°) 43° (£1°) 51° (£29) 43.4° (+0.8°)
P 0.28 (x0.09) + ~0.25 (£0.03) - 0.21 (£0.03) = -0.31 (x0.02) +
0.42i (£0.07i) 0.42i (0.041) 0.63i (+0.05i) 0.39i (£0.07i)
BSA/R6G/ g™ 62.8° (£8°) 107° (£1°) 61° (x1°) 14° (£2°)
Silica Qg 21° (£1°) 64° (£2°) 47° (£2°) 61° (£1°)
P 0.43 (x0.03) + ~0.25 (£0.05) - 0.29 (£0.02) — =0.22 (x0.05) +

0.451 (£0.02i) 0.41i (£0.04i)

0.74i (+0.08i)

0.36i (£0.04i)
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sured null angles summarized in Table 5. Separate intensity
surfaces were generated from the NONE polarization data
acquired prior to and following addition of BSA. The axes
in FIGS. 4 and 5 were chosen to selectively highlight the
angle window around the intensity minima for the initial
R6Gi/silica interface (1.e., the null angles expected prior to
introduction of BSA).

Inspection of the calculated 1ntensity-dependent
responses shown in FIGS. 4 and 3 provides a convenient
graphical depiction of the origin of the detected NONE-SI
intensity. Upon introduction of BSA, the polarization state
of the nonlinear beam changes, and the QWP and HWP
rotation angles vielding intensity minima correspondingly
change. The detected signals in the NONE-SI experiments
are predicted to scale with the difference between the
polarization-dependent relative intensity obtained before
and after introduction of BSA (indicated by the solid vertical

lines 1n the figures).

Time-dependent kinetics measurements acquired using
the NONE-SI method are shown i FIGS. 6 and 7 upon
exposure of the fused silica surface of prism 30 to an
aqueous solution containing BSA. Upon introduction of the
R6G-BSA solution (time zero), an increase in the measured
SHG 1intensity along both channels was observed. This
signal continued to increase rapidly for approximately 4
minutes (FIG. 6) before transitioning to a slower decay
process that continued for several hours (FIG. 7). The solid
lines 1n FIGS. 6 and 7 are fits of the data to exponential rises

to maxima or exponential decays, where appropriate. The
NONE-SI (RCP) fit of FIG. 6 yielded time constant of 4+1

min~'. The NONE-SI (p-polarized) fit of FIG. 6 yielded a
time constant of 5+1 min~"'. The fit of FIG. 7 yielded a time
constant of 7.9x107°+0.5x10™> min™".

These trends were reproducible for multiple ftrails
acquired over several days. NONE-SI data were acquired for
both right circularly polarized incident light and for p-po-
larized incident light. In the case of a p-polarized incident
beam, a null was obtained for an s-polarized second har-
monic beam for the aqueous R6G/glass interface, consistent
with expectations for an achiral surface. In umiaxially ori-
ented systems, this latter polarization combination (indi-
cated by I, ) only yields nonzero intensity 1 the chiral tensor
element X, is nonzero.””’ These chiral-specific NONE-
SI  kinetics measurements 1ndicate a time-dependent
increase 1 SHG-active surface chirality upon exposure to
aqueous BSA solutions that mirrors the NONE-SI kinetics
responses (also in FIG. 6) acquired with circularly polarized
incident light.

In order to assist in interpreting the kinetics measurements
shown 1n FIGS. 6 and 7, it 1s helpful to develop a physical
model for the origin of the change in the polarization state
of the SHG beam upon exposure of the surface to BSA.
Several possible mechanisms may be present. For example,
BSA 1itself may be generating SHG with unique polarization
characteristics. Certainly, several groups have reported the
observations of substantial native SHG from oriented pro-
tein assemblies. However, surfaces exposed to BSA alone
yielded no detectable SHG under these experimental con-
ditions. Alternatively, previous nonlinear optical studies by
Salafsky and Eisenthal (cited hereinabove) have demon-
strated that surface binding of protein can substantially alter
the surface charge characteristics, which 1n turn may 1nflu-
ence the nonlinear polarization detected using both NONE
and NONE-SI. However, this mechanism alone cannot
adequately explain the observed increase in the chiral-
specific SHG response upon protein binding shown 1n FIG.
6. An alternative and much simpler explanation 1s that the

change in nonlinear polarization arises from rhodamine

10

15

20

25

30

35

40

45

50

55

60

65

22

closely associated with surface-bound protein. It has
recently been demonstrated that BSA can act as a chiral
template to generate a substantial macroscopic chiral
response 1n SHG arising from chiral onientation of achiral
chromophores. Analogous to the chirality present in a pro-
peller comprlsed of chiral “blades”, chirality within the
chromophore 1s not required in order to generate significant
chiroptical effects 1n the macromolecular surface ensemble.
Quantitatively, the macroscopic chiral response from a
uniaxially oriented assembly of chromophores of C,  sym-
metry (or quasi-C,,, symmetry as in R6G) 1s given by the
following expression.

xﬂzzxﬂy:—x}g{z:—x}zx;l/zﬁg(SiIl2 6 Siﬂ lp cOSs lp>

(Brere Bz (29)

Under the resonant conditions used in these imvestigations,
the .. .. tensor element dominates the molecular hyperpo-
larizability. As illustrated in FIGS. 8a—c¢, assuming that the
molecular hyperpolarizability tensor f5,,, for R6G 1s similar
when bound to the surface versus associated with BSA, the
greatest diflerence between species A (R6G 110 at the bare

glass/solution interface 112, FIG. 8a, represented by the
lower (1nitial) surface of FIG. 85 (which 1s identical to FIG.

4)) and species B (R6G associated with BSA 114 at the

glass/solution interface 112, FIG. 8¢, represented by the
upper (final) surface of FIG. 8b) 1s the concomitant change
in orientation upon interaction with surface-bound BSA.
Since the primary biological functions of BSA are the
regulation of osmotic pressure and the binding and 1on
transport, 1t 1s reasonable to suggest the presence of weak
but significant interactions between BSA and the charge
sites of R6G. Different orientation distributions for the dye
molecules are generally expected to produce significantly
different nonlinear polarizations. This mechanism 1s consis-
tent with recent molecular modeling calculations demon-
strating that orientational effects such as described by Eq. 29

appear to be the dominant origin of the remarkable sensi-
tivity of SHG to chirality in thin films and interfaces.

Inspection of both the calculated NONE-SI intensities in
FIGS. 4 and 5 and the experimental kinetics measurements
in FIG. 6 clearly indicate that the magnitude of the NONE-
SI response can change significantly when acquired for
different polarization states of the incident beam. Usmg Just
the NONE polarization measurements compiled in Table 5,
the normalized NONE-SI 1ntensities for incident beams of
right circularly polarlzed light compared with p-polarized
light are predicted to differ by a Tactor of 26 (corresponding
to a S5.1-fold difference in amplitude). Experimentally,
analysis of the data in FIG. 6 indicates that the two incident
polarization states yield SHG signals that differ by a factor
of 5.0+£0.3 (averaged from 61 data points acquired between
5 and 10 minutes), 1n remarkably good agreement with the
theoretical predictions based solely on the measured QWP

and HWP rotation angles compiled in Table 5.

The significantly greater sensitivity observed using
NONE-SI with a p-polarized incident beam 1s likely due to
the fact that this polarization combination (i.e., s-polarized
SHG for a p-polarized fundamental beam) selectively probes
the chiral-specific SHG response in uniaxial systems. Upon
exposure to BSA, the surface transitions from achiral to
chiral. Consequently, the chiral x* tensor elements
X Kyzy —Xyxr7—Xyzy are zero-valued mitially and non-
zero alter exposure to BSA. The substantial differences 1n
SHG 1ntensity observed using a chiral-specific polarization
combination are consistent with this simple physical model.

Irrespective of the specific molecular interactions, the
NONE-SI method recovers a simple quadratic scaling
behavior between the detected intensity and the number of

local perturbations induced by the surface adsorption of
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BSA. By comparison, this quadratic relationship 1s not
generally maintained 1n prior art SHG measurements arising
from the interference of multiple nonlinear sources. In the
absence of this background suppression, the intensity can
either increase or decrease with increasing analyte number
density, with the scaling behavior ranging between linear
and quadratic depending on the relative magnitude and
phase angle ¢ of the signal and background. For example,
the intensity detected by PMT 57 I°°,,,.. during the
kinetics measurements (not shown) contains contributions
from both the native surface (species A) and from R6G
closely associated with surface-immobilized BSA (species
B) as seen below.

Ipa s PN 21e? AP N2 e? PB4 2N N ple? @ lle? -8
cos ¢ (30)

In general, the scaling behavior of the detected intensity with
surface concentration cannot be unambiguously 1dentified 1n
the presence of a sigmificant background response unless the
relative phase angle ¢ 1s known a priori. If both nonlinear
responses arise from diflerent orientation distributions of the
same chromophore (as 1n this Example 2), ¢ can be expected
to be close to either 0 or i (positive or negative interference),
leading to scaling that 1s linear with the surface concentra-
tion at low coverage (in which case the 2N N le*®*[e”* "]
cos ¢ term dominates) and approaches quadratic behavior at
higher surface coverages (for which N,*le*®”I° dominates).

By removal of the background response, the intensity
detected by PMT 56 using the NONE-SI method recovers a

simple quadratic scaling behavior with the surface concen-
tration of species B, irrespective of both the phase angle ¢
and the amplitude of the response from species A.

The kinetic data acquired by the NONE-SI method reveal
some 1nteresting trends when compared with previous mea-
surements of BSA binding kinetics at glass/aqueous solution
interfaces. Prior art publications have 1dentified at least two
distinct kinetic regimes for BSA adsorption to glass. The
initial rapid adsorption occurs on the scale of seconds to
minutes. Then a slower adsorption process occurs over
several hours, which has been attributed in the prior art to
slow reorganization to a more stable surface conformation
that minimizes electrostatic repulsions. Based on these prior
art studies, the amount of BSA at the surface 1s 1increasing
during the long-time Kkinetic process shown in FIG. 7.
However, the detected SHG intensity demonstrated herein-
above 1s decreasing, which can be attributed to changes 1n
the availability of the charge sites able to bind R6G during,
the slow protein reorganization. This slow restructuring 1s
particularly important physiologically. Serum albumins are
among the most prolific proteins within the body and are
among the {irst proteins to bind to the surfaces of medical
implants. A layer of surface-bound serum albumin in 1ts
native conformational state can produce a surface with high
biocompatibility. In contrast, a surface coating of denatured
serum albumin can substantially change the cellular
response. By nature of this bimodal behavior, the biocom-
patability of implanted devices depends critically on the
nature of the serum albumin-surface interactions. The over-
all loss of SHG with time in the long-time kinetic regime
shown 1n FIG. 7 indicates a reduction 1n the number and/or
structural order of the cation binding sites, providing strong
evidence supporting the denaturation of the protein at the
interface. By comparison, prior art binding measurement
techniques of unlabeled proteins such as SPR and ellipsom-
etry only provide information on the average density of
surface protein and are largely blind to protein conformation
and activity.

In the present Example 2, weak interactions between the
surface and a nonlinear optical probe molecule 1n dynamic
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equilibrium were used for monitoring nonspecific protein
adsorption at a dielectric interface. However, the generality
of NONE-SI extends well beyond selectively probing the
emergence of surface chirality using the I, polarization
combination. All that i1s required for generation of a detected
response 1 NONE-SI 1s a change 1n the surface nonlinear
polarization (e.g., from changes in the orientation distribu-
tion and/or changes in the molecular hyperpolarizability),
and the scope of the present invention 1s mtended to include
all such detection methodologies. As one example, a strategy
for implementing NONE-SI for selective measurements of
specific protein—protein binding interactions i1s shown
schematically in FIGS. 8a and 8b6. The initial surface (FIG.
8a) consists of an SHG-active probe molecule 100 bound to
a surtace-immobilized receptor protein 102. Irrespective of
the 1initial nonlinear polarizability of the interface, an appro-
priate combination of wave plates can be found to com-
pletely suppress the SHG response detected at PMT 56.
Binding of the analyte protein 104 will generally result 1n a
change 1n the onentation distribution of the SHG-active
label (FIG. 8b), with a corresponding change in the nonlin-
car polarization. This change in turn will result 1n 1ncom-
plete rejection of the SHG by the wave plates and a detected
intensity that scales quadratically with the number of bind-
ing events. Consequently, the same basic NONE-SI strategy
employed in the nonspecific binding example described
herein should be equally applicable 1n label-free real-time
measurements of specific protein—yprotein binding interac-
tions.

The remarkable sensitivity of the nonlinear polarization to
subtle changes 1n surface structure and orientation suggests
that NONE-SI 1s applicable for background suppression and
signal 1solation 1n virtually all nonlinear optical techniques,
including sum-frequency generation (SFG), coherent anti-

Stokes Raman (CARS) spectroscopies, and degenerate four
wave mixing (D4WM).

7. NONE MODELS FOR CHIRAL FILMS

Relating the incident and exigent fields to the fields at the
interface using Fresnel factors 1s a crucial step 1n developing
and comparing diflerent thin film optical models for SHG
and SFG polanization measurement. The Fresnel factors
derived 1n the present application (Model A) differ from
more widely used expressions derived previously by Heinz
and Shen and coworkers and by Mizrahi and Sipe (Model
B), described in detaill i the Supporting Calculations
described heremnbelow. From inspection of FIG. 2, the
expressions for the linear Fresnel factors can be written
using a methodology modeled after treatments of traditional
cllipsometry measurements of thin films.

twlg () (313)
Ly = - | —r,e#
T L iy e Y (L= re™)
P (31b)
L{J'_.-",f'r"l — 513 1 +rLL) —j&u
W= T e
7 . (31c¢)
157 P13 (1+ r‘;?,ze‘*ﬁw)

1= @32’”‘5315'_2"@

In Eq. 31, L is a diagonal matrix of Fresnel factors
relating the field components within the 1nterfacial layer to
the components 1n the incident beam, r and t are amplitude
reflection and transmission coeflicients, respectively, with
the subscripts s and p referring to the polarization state with
respect to the plane of reflectance, and p® 1s the phase
thickness of the interfacial film (given explicitly in the
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Supporting Calculations hereinbelow). The Fresnel factors
describing the frequency doubled light detected 1n the far-
field can be derived using an analogous approach, described
in detail in the Supporting Calculations hereinbelow.

o & s —ig% (522)
Lxx ™ = 2 20 ,—2i 2 (L= rpine ™)
1 — Foal pin€
" 31 s i (32b)
LYY’ - 20,200 -2 g2 (1 T 5328 7 )
1 —rairsae™
2, A é{i 2w 2w (32¢)
LZZ’ - 2w L2 -2 gt (1 + FFGEE_I)S )
1 — rp3l F"png:' :

These same equations hold for measurements acquired in
total internal reflection, 1n which case the reflection and
transmission angles and coeflicients are necessarily complex

valued. These expressions are valid for ultrathin films (for
which $°=p*"=0) as well as for films in which the thickness

approaches or exceeds the wavelength of light.

The description for propagation of the nonlinear beam
within the interfacial layer described i Eq. 32 1s virtually
identical to expressions use to treat light propagation within
planar optical waveguides. If f=mr and 1f the magnitude of
the interfacial refractive index 1s large enough for total
internal reflection, the transmission coeflicients become
purely complex-valued (non-propagating) and the math-
ematical formalism 1 Eq. 32 reduces to that of a single-
mode planar waveguide. If f<<m as i1s expected in the
overwhelming majority of surface SHG and SFG experi-
ments, the mathematics describes a lossy waveguide, result-
ing 1n short propagation distances within the interfacial layer
and significant losses manifested as optical emission 1n both
reflection and transmission.

Within a waveguide, 1t 1s well known that the propagating
component of the beam traveling within the thin surface film
contains refractive index contributions from both the sub-
strate and superstrate weighted by an exponential decay (1.e.,
the evanescent field). In attenuated total internal reflection
absorbance measurements, this evanescent contribution to
the effective refractive index sampled by the beam allows
measurement of the imaginary component of the refractive
index within the evanescent medium as a function of wave-
length (1.e., the absorbance spectrum). In SHG and SFG, a
general mathematical treatment for describing the eflective
refractive index within the interfacial layer can be written to
include contributions from the substrate and ambient
medium by explicitly considering the vertical profile of the
wavelunction u describing the component of the nonlinear
optical light propagating within the interfacial layer. From
the wavelunction u, the expectation value for the effective
refractive mndex can be calculated directly.

fm ' (2n(u(z) dz

[ w(uz)dz

(33)

(P13 or) =

In EqQ. 33, n5 18 a tensor descnbmg the eflective refractive
index of the interfacial layer, n(z) 1s the spatially-varying
tensor describing the refractive index across the interfacial
region, and z 1s the vertical axis paralleling the surface
normal with z=0 defined to be the center of the nonlinear
optically active interfacial layer. The surface 1s assumed to
be efl

ectively infinite and uniform 1n the X and y directions
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within the surface plane. Using established methods for
treating guided wave-optics, u(z) can be separated into the
portion of the wavelunction propagating within the interfa-
cial layer (internal) and contributions from the evanescent
field (external). The evanescent field decays exponentially
into the ambient medium and the substrate with extinction
coeflicients y, and vy,, respectively, allowing the eflective

refractive index tensor to be written in the following form.

—dj2 12
f re’2%d 7 + f\d
—o0 —d/2
fm me 1dz

di2

—di2
Lm ETzzﬂﬂZ + fd!rz IHI(Z)HEHI(Z)fﬂZ +

(34)
i, (DU (23 (2)d 7 +

F305) =

—¥1Z
dIZE 1edz

The presence of the exponential decaying portion of the
optical wavelunction into the substrate and superstrate 1s a
natural consequence of the required continuity of the ampli-
tude and slope of the wavetunction across the interfacial
layer. For a film with a thickness d much less than the
wavelength of light, the portion of the wavelunction describ-
ing the beam propagating internally within the interfacial
layer u, (z) can be reasonably approximated as being con-
stant across the film with an average amplitude of u,,,
(2)=Y4(e 2?2 +e192)=]. Within the validity of this thin-film

assumption, a relatively simple expression can be written for
the efl

ective interfacial retfractive index.

nie 1Y% [y + e 29 [y, + d(ns) (35)

o~ Y142 [y + o~ r2d/2 [vs +d

(1305 ) =

Several different models for treating the interfacial optical
constants 1n SHG and SFG can be conveniently expressed
within this one mathematical formalism by considering
different limiting cases for the values of the decay lengths
1/v. Two important limiting cases will be considered explic-
itly; (1) for 1/y<<d (1.e., rapid decay in the wavelunction
upon exiting the interfacial layer relative to the film thick-
ness), consistent with the majority of previous theoretical
models, and (2) for 1/y=A,>>d (1.€., for an exponential decay

length comparable to the wavelength of light 1n vacuum A,
and a film thickness much less than the wavelength of light).

Case 1: 1/y<<d

In the limiting case of 1/y<<d, the effective refractive
index for the interfacial layer 1s simply the average reirac-
tive 1ndex within the monolayer or multilayer film, recov-
ering expressions similar to those currently used widely to
interpret polarization phenomena in SHG and SFG surface
measurements.

y=(n;)

{ny . (36)

The tensor properties of the refractive index are implicitly
retained 1n Eq. 36. The orientational ordering required for
symmetry breaking and observation of SHG and SFG
implies the presence of birelfringence within the interfacial
film. Therefore, within the validity of Case 1, the refractive
index will generally differ for light polarlzed normal to the
surface compared to polarizations parallel to the surface
plane. In unmiaxial thin films exhibiting resonance-enhance-
ment at either an incident or exigent frequency, these ele-
ments of the refractive index tensor will also generally
contain significant (and perhaps dominant) imaginary con-
tributions, which are also expected to be sensitive functions
of molecular orientation. Consequently, within the validity
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of Case 1, accurate determination of the x* tensor elements
from macroscopic polarization measurements 1s nontrivial
under the best circumstances and prohibitively complex
under the worst due to the many nonzero and often unknown
components of the tensor describing the interfacial refractive
index.

Case 2: 1/y=A>>d

In this limiting case, the collective contributions to the
macroscopic polarization detected 1n the far field arising
from emission over an nonlinear source polarization effec-
tively extending over several hundred nanometers across the
interface becomes mathematically equivalent to simply
using a three-level model with the interfacial refractive
index tensor given by a weighted average of the ambient,
f1lm, and substrate refractive indices. Evaluation of Eq. 34 1n
the limit of 1/y,, 1/y,>>d yields the following expression.

/YL +R2 [y +dins) (37)

Livi+1l/y2+d

<n3,eﬁ> =

From standard optical treatments of exponential decay
lengths 1n total internal reflection, the two extinction coet-
ficients v, and v, are related to the refractive indices nside
and outside the layer according to the following relationship.

O - . (38)

_ . = - 2 2
= —gi; & _\/n3s111 03" — n;

Y oy

Substitution results 1n a simple expression for the eflective

refractive index of the interfacial layer in the limit of a film
thickness much less than the wavelength of light.

m g1 +n/gr+(n3)(2nd/Ag) _ g +mel (39)

1/g1+1/g +(2nrd/Ao) g1+ &2

(P13 o) =

For a wide range of practical systems and measurement
configurations, g, and g, will often be nearly equal, further
reducing the expression for the eflective refractive index to
the simple average of the refractive indices of the two media
sandwiching the interface.

iy + o

(713 o) = 5 (40)

The proposed effective medium model described 1n Case
2 has several aesthetically appealing properties. Certainly, 1t
1s well established that the eflective refractive index describ-
ing light propagating within an optical waveguide contains
contributions from the external media out to distances on the
order of the wavelength of light (i.e., the evanescent field).

EIHWLD = —22.5G

2w
Uowp

2w
Uprwp
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Indeed, this eflect 1s essential for the success of attenuated
total reflection absorption spectroscopy. There 1s also pre-
cedent suggesting that these bulk contributions continue to
be significant even 1n lossy planar waveguides with a
sub-wavelength thickness from the well-established success
of surface plasmon resonance in local refractive index
detection. In a film 1n which the thickness approaches or
exceeds the wavelength of light, the general expressions
given 1n Eq. 34 and Eq. 37 still apply (1.e., the thin film Iimat
1s not a necessary assumption). Furthermore, this math-
ematical approach 1s well behaved in the limit of vanishingly
thin films, for which the limiting effective refractive index
simply depends on the bulk optical properties of media 1 and
2. Finally, 11 neither the substrate nor the ambient medium
exhibits birefrigence or strongly attenuates any of the inci-
dent or exigent beams, the eflective interfacial refractive
index will be expected to be purely real and scalar 1n the
limit of an ultrathin film. In contrast to Case 1, the intertacial

optical constants are often trivial to determine a prior1 within
the validity of Case 2.

3. EXAMPLE 3

The SHG-active monolayer chiral film was prepared by
exposing a cleaned fused silica prism to an aqueous solution
of ~0.3 mg/mlL fluorescein isothiocyanate bovine serum
albumin (FITC-BSA, available from Sigma-Aldrich Chemi-
cal Co., Milwaukee, Wis.) prepared in ultrapure water
(resistivity of >17 MEQcm). Surfaces were cleaned i a
chromic acid bath followed by thorough rinsing 1n ultrapure
water prior to use. Polarization measurements of FITC-BSA
films were performed after ~8 hours of surface exposure to
ensure complete BSA adsorption and reorganization prior to
polarization analysis using the instrumentation of FIG. 1.

The range for the average complex refractive index of the
interfacial layer in the limit of Case 1 (Eq. 36) was estimated
by Kramers-Kronig transtormation of the absorbance spec-
trum using previously measured values for the refractive
index of unlabeled BSA and the surface density of protein.
Specifically, the refractive index of unlabeled BSA was
assumed to be between 1.36 and 1.63 and the surface excess
of prqtein was assumed to range from 0.5 mg/m” to 2.4
mg/m based on previously reported values. The near-reso-
nance contributions of the fluorescein chromophores were
assumed to add to the baseline non-resonant refractive index
of the unlabeled protein. Using the labeling density of ~10
fluorescein chromophores per protein provided by the manu-
facturer together with the film thickness reported previously
by ellipsometry and neutron reflection measurements and
the measured absorption spectrum (not shown), the 1magi-
nary contribution to the refractive index in the wvisible
portion of the spectrum was determined. The contributions
to the real part of the refractive index from fluorescein
absorption was subsequently determined using Kramers-
Kronig dispersion relations, evaluated for the range of film
thicknesses and protein surface coverages reported previ-
ously.

A summary of the null angles and the corresponding
model-independent effective tensor elements 1s provided in

Table 7.

TABLE 7

Measured Null Angles for FITC-BSA

EIHWLD = ZZ.SO [I,me == OG ﬂwpm = 4SD
152.2° (£0.8°)

87.3° (£0.5°)

90.4° (+0.2°)
65.9° (£0.2°)

55.6° (£0.3°)
84.6° (0.3°)
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TABLE 7-continued

Measured Null Angles for FITC-BSA

{:I.HWPLD = —22.5'D [I.me = 22.SO CLHWPLD = OO

0 0.804 (x0.001) +
0.781 (x0.01i)

~0.97 (+0.01) —
1.17i (x0.05i)

~0.001 (£0.003) -
0.884i (x0.006i)

The null angles were acquired by iteratively rotating the
wave plates to minimize the detected intensity at PMT 36
(vielding intensity maxima at PMT 57). The complex
parameter p describing the complete polarization state of the
frequency-doubled beam was determined from the measured
null angles using Eq. 17. Chirality within the interfacial film
1s indicated by the observed inequalities p_=—p_ and p,=—pp
(in the absence of chirality, p,=-p_and p,=—p). Values for
the effective x'*’ tensor elements were obtained directly from
these measured null angles with no additional parameters.

The value of Kyy /Xy +1Hs,x, /s,x , ~1I calculated
using the Fresnel factors for Models A (Jqs 31 and 32) and
B (described 1n the Supporting Calculations hereinbelow) 1s
shown 1n FIG. 10 as a function of the real and imaginary
component of the iterfacial refractive index. FIG. 10 1s a
graphical depiction of the approach used to determine the
interfacial optical constants using the effective x* tensor
clements measured by NONE for a FITC-BSA film, shown
in both FIG. 10a and FIG. 105. FIG. 1056 contains an
expanded view of the region corresponding to the minimum
in FIG. 10a. The complex-valued eflective refractive index
is given by n,~“-ik,*”. The optical constants that recover
the requlred symmetry condition x vy =Xy Correspond to
the minmimum of the contour plot, calculated using the
Fresnel factors from Model A. The vertical line 120 1ndi-
cates the values of interfacial optical constants predicted
using the simple effective medium model described 1n Eq.
40 (Case 2), and the horizontal region 122 indicates the
estimated range of optical constants for a FITC-BSA mono-
layer (Case 1). The horizontal plane 124 corresponding to
Xy /X b 1151.91 for all values of k,*” and n,*® is the

result obtained from the Fresnel factors calculated using
Model B.

The contour plot of FIG. 10 obtained using Model A

exhibits a minimum 1n the calculated value of IXXYZ/XHZHI
for n,*“=1.387+0.005 and k,=0.0000+0.0009. Implicit in
these calculations 1s the assumption that birefrigence within
the effective interfacial refractive index 1s negligible. If Case
1 1s correct and 1/y>>d, birefringence 1n the effective inter-
facial refractive index 1s not expected since neither the
substrate (fused silica) nor the superstrate (water) exhibits
birefringence. However, the assumption of a spatially 1so-
tropic linear polarizability may not be justified 1t 1/y<<d as
in Case 2. The high precision 1in the measured values of n,
and k, arises from the remarkable sensitivity of the calcu-
lated ratio on the interfacial optical constants. Small errors
in the choice of the interfacial optical constants resulted 1n
large deviations 1n the calculated magnitudes and phases of
the x**) tensor elements.

Also shown 1 FIG. 10 are the results of an identical
calculation performed using the expressions for the Fresnel
tactors derived from Model B. The specific diflerences
between the two models 1n the limit of an ultrathin film are
detalled 1n the Supporting Calculations hereinbelow. In
Model B, only L..”*® and L,.,”*® depend on the interfacial
optical constants. Since L._”** appears in both the numera-
tor and the dominator 1n the ratio s,x,. /s,X,,, and | D
does not appear at all, Model B vyields a constant value of
0.024-1.611 for the calculated ratio of X+-/X;~-, (1ndicated

30

[I.HWLD = 45 °

~0.84 (£0.03) +

0.971i (+0.001i)
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by the horizontal plane 124 1n FIG. 10), irrespective of the
choice of optical constants for the interfacial layer. This
measured ratio 1s clearly inconsistent with the value of —1+01
demanded by symmetry.

NONE measurements were also performed on a model
achiral molecular system (DR-19) orniented at the propanol
solution/silica interface. Since the refractive index of 2-pro-
panol 1s different from that of water (cf. 1.3776 and 1.334,
respectively), the Fresnel factors generated from total inter-
nal reflection SHG measurements performed using propanol
as the solvent differ significantly from those obtained from
aqueous 1nterfaces. The results of the DR-19 measurements
performed at the propanol solution/silica interface using Eq.

40 to calculate the interfacial optical constants are summa-
rized in Tables 8 and 9.

TABLE 8

Measured Null Angles for DR-19.

(N [

EI.H“IPLD = 22.SO ﬂHW = 0

2w

CLowp 153.8° (+0.5°) 129.2° (x0.7°)
Oprovp- 79.9° (£0.2°) 4.6° (£0.1°)
P ~1.92 (+0.04) - 0.55 (x0.03) -

0.52i (+0.05i) 0.963i (£0.007i)

TABLE 9

Surface Tensor Elements Evaluated Using the Predicted Eflective
Interfacial Optical Constants for DR-19 (Model B, Case 2).

A xxz X 7ZXX X777
1 1.00 (£0.04) 2.74 (x0.02)
—-0.051 (£0.071) —-0.751 (x0.061)
Predicted™ Measured
D _ XZZZ _/‘{ZXX + XXXZ 06 ~+ 01 059 (1002)
X777 — XZXX + 3 X xx7 +0.071 (x0.03i)
XZXX + 2XXXZ 1 + 0i 1.01 (£0.08)

X777 +0.29i (+0.06i)

*Valid 1n the limit of weak orientational order.

Comparison of Measured Optical Constants with
Predicted Results

Case 1: 1/y<<d

In the limit of 1/y<<d, the optical constants of the non-
linear optically active interfacial layer are given exclusively
by the optical properties of the oriented molecules at the
interface. This limiting behavior 1s consistent with the large
majority of the optical models currently used to treat experi-
mental SHG and SFG polarization measurements. Previous
cllipsometry measurements suggest a reasonable value of
1.36=n,"?=1.63 for the refractive index of an unlabeled
BSA monolayer film. Additional corrections to account for
the presence of the near-resonant fluorescein chromophore
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label were performed by Kramers-Kronig transtormation of
the measured absorbance spectrum of fluorescein in solution
together with predicted values for the film thickness yield
optical constants of 1.37=n,""=1.66 and
0.0004=k,*“=0.002 for the FITC-BSA monolayer film.
From inspection of the results summarized in FIG. 10, the
minimum in the plot of IX,y,/X,++1| as a function of n,*®
and k. does, in fact, fall within the envelope of the optical
constants calculated for FITC-BSA films. It should be
emphasized that the calculated envelope of possible optical
constants for a monolayer film of FITC-labeled BSA should
be considered a guideline given the broad range of previ-
ously reported optical constants and film thicknesses for
BSA films at aqueous interfaces.

Case 2: 1/y=A>>d

In the second limiting case, a decay length comparable to
the wavelength of light was assumed (Eq. 38). This limiting
behavior 1s consistent with previous treatments of light
propagating within thin film optical waveguides, but differs
significantly from the large majority of previous interpreta-
tions of nonlinear optical effects at surfaces. In the limit of
a film thickness that 1s much less than the wavelength of
light 1n Case 2, Egs. 39 and 40 suggest that the contributions
from the ambient and the substrate will dominate the effec-
tive interfacial optical constants. Within the validity of the
simplified effective medium model 1n Eq. 40, the effective
optical properties of the interfacial layer can be calculated
directly from the bulk optical constants with no adjustable
parameters. Since neither water nor fused silica 1s birefrin-
gent, the eflective optical constants describing the FITC-
BSA layer 1n Case 2 will exhibit negligible birefrigence. The
interfacial optical constants measured by NONE and those
calculated using Eq. 40 are compared 1n FIG. 10 and Table
10.

TABL.

L1l

10

Comparison of Measured and Predicted Interfacial Optical Constants
for FITC-BSA.

Optical Measured by Predicted from Predicted from
Constants NONE Model A®* Model B
n;" 1.387 (£0.005) 1.3982 1.365 to 1.655
ka2 0.00001 (£0.00091) 0 0.00041 to 0.0021
“From Eq. 40.

®From prior art combined with Kramers-Kronig transformation of the vis-
ible absorbance spectrum.

The agreement between the theoretically predicted results
and the experimentally measured values 1s quite remarkable.
The two values were determined independently with no
adjustable parameters and agreed within a relative error of
less than 1%.

The reliability of the mathematical approach used to
generate the eflective iterfacial optical constants summa-
rized in Table 10 from the NONE measurements depicted in

FIG. 10 can be evaluated by analysis of the corresponding
achiral x** tensor elements shown in Table 11.

TABLE 11

Surface Tensor Elements Evaluated Using the Measured Effective
Interfacial Optical Constants for FITC-BSA

%SS}_} %pss %pﬂp %SPP %PPP
1 -0.01 (£0.02) -0.30 (x0.01) —0.05 (+0.01)  0.935 (x0.009)
+0.311 —0.101 —-0.1731 +0.661
(£0.011) (£0.011) (£0.002i) (£0.011)
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TABLE 11-continued

Surface Tensor Elements Evaluated Using the Measured Effective
Interfacial Optical Constants for FITC-BSA

xXxz X7ZXX xXyz Ayxz Xz27
1 -0.01 (£0.04) 0.56 (£0.01) -0.566 2.16 (£0.03)
(x0.009)
+0.661 +0.121 -0.121 +0.731
(£0.021) (£0.031) (x0.041) (£0.041)
Predicted®* Measured
D B /I{ZZZ + QXZXX —_ QXXXZ 0.6 + 01 0.61 (iOOS) |
XZXX + 2XXxXZ 1 +0i  0.84 (£0.01)

X777 +0.08i (£0.061)

“Valid in the limit of weak orientational order.

If the expressions for the Fresnel factors given in Eqgs. 31 and
32 are accurate, several relationships between the measured
achiral x'® tensor elements are expected to emerge. Given
the numerous binding locations for the fluorescein chro-
mophore 1n FITC-BSA, 1t 1s reasonable to expect the overall
orientation distribution of the fluorescein label to be quite
broad. In this weak orientation limit, the following relation-
ship 1s expected to hold 1n SHG and SFG measurements of
umaxial thin films, 1rrespective of molecular symmetry.

AzZZ=Xxxz X xzxth zxx (41)
Additionally, 11 1t 1s assumed that the dominant molecular
tensor elements are f3,... and p_... (consistent with a
two-state chromophore exhibiting resonance-enhancement
at the second harmonic frequency), the orientation param-
cter D 1s expected to be 35 1n the limit of a broad orientation
distribution (1.e., the magic angle result).

(cos°0)  xzzz+2xzxx —2X xxz (42)

D _
(costh  xzzz+dxzxx —2xxxz

The values of (X,++2X5+)/ X, and D obtained from
NONE analysis of the FITC-BSA ultrathin film are summa-
rized in Table 11. The experimentally measured ratio of
(X +2Xyy7)/X 55, using the values of n, *® and k,”* obtained
from FIG. 10 was 0.918+0.0321, 1n excellent agreement with
the anticipated result of 1+01. The value for the orientation
parameter D calculated from the NONE measurements of
FITC-BSA films using Eq. 42 was 0.609-0.0201, again 1n
excellent agreement with expectations. It 1s worth empha-
sizing that the predicted relationships X vA2Xsiv-)/
X,.,~=1+0i and <cos’0>/<cos 0>=0.6+0i were recovered
v@th no adjustable parameters and using combinations of
X tensor elements containing significant imaginary contri-
butions. The recovery of these predicted relationships pro-
vides compelling evidence supporting the validity of the
NONE measurement approach for determining the x® ten-
sor elements 1n chiral films and the reliability of the expres-
sions for the Fresnel factors proposed in Egs. 31 and 32.

Comparison of the Limiting Cases 1 and 2

The NONE measurements of FITC-BSA are nominally 1n

agreement with the results predicted from both Cases 1 and
2, primarily because of the large uncertainty in the estimated

refractive index and thickness for a FITC-BSA film. How-
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ever, additional msights into the appropriate limiting con-
dition for treating SHG and SFG measurements of ultrathin
films can be gained from the results of the NONE measure-
ments obtained for the strongly-resonant achiral system
consisting of an adsorbed DR-19 layer at the silica/propanol
solution interface (Tables 8 and 9). Measurements of DR-19
films are particularly useful to test the eflective medium
model proposed in Eq. 40, since DR-19 exhibits strong
resonance-enhancement at the second harmonic wavelength.
In the presence of resonance-enhancement within an
ultrathin SHG-active film, the interfacial optical model
described 1n Case 1 requires a significant (and perhaps
dominant) 1maginary component within the interfacial
refractive mdex while Case 2 demands a negligible 1magi-
nary component.

The use of a purely real eflective interfacial optical
constant given by the average refractive index consistent
with the limiting behavior described by Case 2 yielded the
set of resonance-enhanced x'* tensor elements summarized
in Table 9 for DR-19 oriented at the silica/propanol solution
interface. In contrast to fluorescein, molecular modeling
calculations and previous experimental measurements dem-
onstrate that the nonlinear polarizability of DR-19 at these
frequencies 1s dominated by the single molecular tensor
clement 3_. ., yielding an expected ratio of X5/ X+=1+01.
Furthermore, 1f DR-19 adopts a relatively broad distribution
in molecular orientation (a reasonable assumption for a
physisorbed dye molecule at a solid/liquid interface), the
relationships D=<cos 0>/<cos 0>=0.6+01 and (X, 4+
2%+ )X,=1401 are again expected to arise. Use of the
simple eflective medium approximation imn Eq. 40 (Case 2)
with no adjustable parameters satisfied all three of these
predictions (Table 9). Although it 1s nontrivial to estimate
the appropriate values for the complex-valued refractive
index tensor for the DR-19 monolayer film, reliable values
of the x'® tensor elements would generally not be expected
using only purely real values for the interfacial optical
constants under conditions of strong resonance-enhance-
ment and/or birefringence within the validity of Case 1. The
apparent success of the simple eflective medium approxi-
mation 1n both chiral and achiral surface films shows that
reliable values of the x** tensor elements can be obtained in
films much less than the wavelength of light from knowl-
edge of the bulk optical constants alone using the simple
cllective medium approximation given i Eq. 40.

As demonstrated above, NONE was used to experimen-
tally extract relative values of all five nonzero effective x*’
tensor elements present in uniaxially oriented chiral films
with full phase information. From these measurements
together with the symmetry relationship X;~.~—X:+-,, the
real and 1maginary components of the interfacial refractive
index were uniquely obtained with no adjustable parameters
and 1independent of both the molecular symmetry and polar
orientation. A relatively simple effective medium thin film
model combined with new expressions for the Fresnel
tactors resulted in predicted values for the effective interfa-
cial refractive index that agreed with the experimentally
observed results within a relative error of less than 1% with
no adjustable parameters. Furthermore, the corresponding
achiral x** tensor elements obtained using the measured
interfacial optical constants yielded relationships 1n excel-
lent agreement with expected trends for a system exhibiting
weak orientational order. This same simple optical model
was also demonstrated to vyield reasonable results for
strongly resonance-enhanced measurements of an achiral
film at the propanol/fused silica interface.

The remarkable agreement between the interfacial optical
constants measured experimentally by NONE with no
adjustable parameters and those calculated independently
using Eq. 40 allows three key conclusions to be drawn. First,
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nonlinear optical ellipsometry can be used to reliably deter-
mine the full set of x**’ tensor elements in uniaxially oriented
chiral and achiral films with retention of phase information.
Second, the Fresnel factors given in Egs. 31 and 32 and
derived 1n the Supporting Calculations hereinbelow accu-
rately describe the thin film optics 1n the total internal
reflection measurements performed 1n this Example, while
Fresnel factors routinely used 1n the prior art could not be
made to be consistent with the experimental results. Finally,
the eflective refractive index of the interfacial layer in SHG
and SFG measurements of films much smaller than the
wavelength of light can often be quantitatively predicted a
prior1 from knowledge of the bulk optical constants bridging
the interface. These three combined results have the poten-
tial to substantially simplify future interpretation of nonlin-

car optical polarization measurements 1n SHG and SFG
surface analyses.

9. MODULAR ELLIPSOMETRIC ANALYSIS OF
THE MEASUREMENT INSTRUMENT

A modular approach 1n the NOE instrument allows mul-
tiple experimental configurations to be understood within a
single compact and intuitive mathematical framework. The
three modules of the mnstrument consist of (1) the optics
between the sample and the detector, (2) the sample con-
figuration, and (3) the optics used to prepare the polarization
state of the incident beam. The mnherent flexibility of the
cllipsometric analysis approach allows for a large degree of
interchangeability between the optical configurations 1n
cach module. It 1s convenient to start with the optics
following the sample.

Measuring the Complete Polarization State of the
Nonlinear Optical Beam

For both SHG and SFG, the optical components used for
detecting the polarization state of the nonlinear beam can be
treated using a series of Jones matrices. The Jones matrix for
a polarizer (pol) rotated an arbitrary angle v with respect to
the: p-coordin:ilte 1S givﬁen by R(—ap? M, R(a,,,), in‘ which
R 1s the rotation matrix and M, ; 1s the Jones matrix of a

polarizer set to pass p-polarized light.

Mpﬂf(ﬂypﬂf) — (43)

2

COS”“ W po SINQ pof COSA po

R(— wpﬂ!)MpﬂiR(wpﬂi) —

| SING pofCOS poy Siﬂzﬂ,’pﬂg

Analogous expressions can be derived for both half and
quarter wave plates rotated by the angles a, and a,
respectively.

coslag —i s1N2a g (44)
Molap) = Ri—ag )Mo Rlag) =
o(@g) (=ag)MgKiap) - sinZayg —coslag — i |
coslay  sinZay (45)
My(ay) = R(—ap)MpRay) =| |
sin2ay —coslay
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Three different null-ellipsometric configurations for
extracting the complete polarization state are considered. In
the first, the nonlinecar beam generated at the interface 1s
passed through a quarter wave plate (Q), a haltf wave plate
(H), and a polarizer set to pass s-polarized light. The second
optical pathway 1s 1dentical to the first except the polarizer
1s set to pass p-polarized light. In the third optical pathway,
a quarter wave plate and a rotating polarizer are employed.

Quarter Wave Plate/Hall Wave Plate/s-Polanizer

Referring to FIG. 11qa, the polarization state of the second
harmonic light after passing the set of exigent optics can be
evaluated by matrix multiplication of the frequency-doubled
clectric field generated at the sample.

EJEIELD:[M pngm(ﬂ/ 2)] [MHEM(QHEM)] [MQEUJ(&QE “]

e (46)

sample

€der =

The vectore,,, . > describes the polarization state of the
second harmonic beam with the electric field of the p-po-
larized light over the electric field of the s-polarized light.
Substitution of the appropriate expressions for the Jones
matrices for a quarter wave plate rotated an angle aQZ‘”, a
half wave plate rotated an angle o.,,°®, and polarizer rotated
90°, followed by simplification using trigonometric 1denti-

ties allows Eq. 46 to be rewritten 1n the following form.

(47)
€ et =

CF S

ddet

0 0

sin(2a7” — 2&:5“) —icos2a3”  cos(2at — 2&*5“) + icos2apy

sample

Using Eq. 47, the complete polarization state of the nonlin-
car beam can be obtained from the rotation angles aQZ‘” and
o, " that result in a minimum in the detected intensity
(corresponding to the condition le , *“=0). As stated here-
inabove and repeated here for convenience, by analogy with
linear ellipsometry, a complex-valued parameter p can be
defined as the ratio of the p-polarized to s-polarized electric
ficld components.

Eff“ CDS(Zwﬁ“ — 2&:’5“) + E’Cﬂs@aﬁ”) (43)
P 2 - —sin(2a3 — 2&%“) + isin(2a%)

The parameter p contains both amplitude and phase infor-
mation. By analogy with linear ellipsometry, ellipsometric
angles 1 and A can be defined with respect to p.
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tan W=Ip| (49)

A=arg (p) (50)
In practice, 1t 1s often more convenient to simply use the
complex parameter p in determination of the x*® tensor
clements, rather than the angles A and W.

Quarter Wave Plate/Half Wave Plate/p-Polarizer

Retferring to FIG. 115, the denivation for the expression
for p 1n the case of p-polarized detection following a quarter
wave plate/hall wave plate combination 1s similar to that for
s-polarized detection. Substitution of the appropriate Jones

matrices followed by trigonometric simplification yields the
following expression for the detected beam.

(51)

sample

0 0

From the rotation angles agzm and a.,,”® that produce zero
intensity at the detector, the complex parameter p can be
casily obtained.

Eff“ sin(2a5y — 2&53”) + isin(2a %) (52)
P 2t - cos(2a3 — 2&%’“) — icos(2a%)

Quarter Wave Plate/Rotating Polarizer

Referring to FIG. 11¢, null ellipsometry can also be
achieved using only a quarter wave plate and a polarizer. The
resulting expression for p 1n terms of the quarter wave plate
rotation angle aQZ‘“ and polarizer rotation angle o, 20
producing an intensity minimum at the detector 1s given by
the following.

. Eff“ - sin(f:ypz‘g! — 2&*5“) + ﬁisin(::yffé;}) (33)
e ms(mpﬁ; — 2&%“) — ﬁicms(::yffg!)

The rotating polarizer approach described by Eq. 53 has the
advantage of requiring fewer optical components than the
preceding configurations, but can potentially lead to unde-
sirable artifacts 1f any subsequent optical elements exhibit
polarization dependence (e.g., diflraction grating, side-on
photomultiplier tubes, etc.).

SHG Rotating Analyzer Ellipsometry (SHG-RAE)

Retferring to FIG. 114, determination of the complete
polarization state of the nonlinear optical beam can be also
determined using alternative ellipsometric methods. By
analogy with approaches developed for linear ellipsometry,
the polarization state can also be obtained from the detected
intensity as a function of the rotation angle of polarnizer
(analyzer). Evaluation of the Jones matrices for a rotating
analyzer configuration with the final polarizer set to pass
p-polarized light follow closely the derivations presented
hereinabove.
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2w

ovr sinagy |[en (54)

pol p
PAYE

. 2w
_—Sll‘lﬂ:’pﬂg CGSEEPDE__ s |

. CcosQ

L0
Car(Vpot) = [0 0 }

Evaluation of Eq. 18 yields the following general expression
for the detected intensity.

I, P Ie;‘ﬂlz GDSE([IFDEEUJ)HESEUJF sinE(ﬂpﬂ A+2[Re
(E'FEL”)Re(eszm)+fm(€;m)fm(€52“)] sin (mpﬂfm

COS (&Fﬂf“ (53)

Trigonometric substitution allows the above expression to
be rewritten 1n the following form.

L5004 cos (20, )+B sin (20,,,;°)+C (56a)
A=Y5(le, > P~le,”F) (56b)
B=Rel[(e,”)(e,*")*] (56¢)
C=15(le,”F +le,”F) (56d)

Since the relative amplitude and phase between the p- and
s-polarized fields determines the polarization state, we can
always choose a reference frame such that the s-polanzed
field 1s purely real. In this reference system, the imaginary
clements 1n B disappear. Appropriate combinations of the
three constants A, B, and C, then allow determination of the
exigent polarization state.

| lz_(c+,4] (572)
P=leZa
I (57b)
Re(ﬁ)—m
B+iNCI—AZ - B2 (57¢)

p =Re(p) + ilm(p) = ——

The sign ambiguity in p arises because the sense of ellip-
ticity (right vs. left) of the exigent beam cannot be deter-
mined a prior1 from simple rotating analyzer measurements.
The analogous expression for a polarizer designed to pass
s-polarized light in Eq. 54 can be similarly derived.

| |2_(C_A] (583)
A=lcra
~ -B (58b)
Relp)= =124
B+iVC2 A2 _ B2 (58¢)

=R f =
p = Re(p) + tim(p) A

A closely related experimental setup to SHG-RAFE 1s that
of SHG using rotating half wave plate ellipsometry (RHE).
For this method, a rotating half wave plate 1s placed before
a fixed polarizer (FIG. 11¢). The mathematical treatment of
the data 1s virtually 1dentical to the SHG-RAE, except 20
in Eq. 56a is replaced with 2a,,”*.

I, x4 cos (4a )8 sin (4a7°)+C (59)
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All subsequent treatments are i1dentical for both SHG-RHE
and SHG-RAE.

The SHG-RHE experimental configuration has some
practical advantages over the SHG-RAE. Photomultiplier
tubes can routinely show diflerences 1n sensitivity depend-
ing on the polarization state of the light that i1s being
detected, potentially leading to artifacts in subsequent fits of
intensity-based measurements. The use of a rotating wave
plate with a fixed polarizer ensures the same polarization 1s
striking the PMT at all times. The SHG-RHE configuration
also allows for the convenient use of two PMTs allowing for
two mdependent data sets 1n each experiment when using a
polarizing beamsplitting cube or prism.

SHG Rotating Quarter Wave Plate Ellipsometry
(SHG-RQE)

The sign ambiguity arising 1n rotating analyzer ellipsom-
etry can be resolved by using a rotating quarter wave plate
configuration. The Jones matrices for an optical path con-
sisting of the sample, a rotating quarter wave plate, and a
fixed polarizer set to pass p-polarized light prior to detection
are given below (FIG. 1le).

1 0 } CDS(ZEE’QQM) —i sin(Qﬂyé‘”) | e (60)

240 Q2Lu —
Eder( Q) [0 0 | Sjn(zﬂfzgw)

—CGS(Q::EEQ‘“) —i||e

Explicit evaluation of the detected intensity followed by
substitution of trigonometric relations allows Eq. 60 to be
reduced to the following form 1n a manner similar to that
described for rotating polarizer ellipsometry.

I, 2K sin (2{1Q2”J)+L SIT (4{1Q2“J)+M COS

(405" )+N (61a)

K=2Im[(e,"“)(e,”)*] (61b)
L=Re[(e,*")(e,*)*] (61c)
M="3[le > F-le>F] (61d)
N=V5[3le, >V +le 1] (61e)

Appropriate combinations of these relations yield the fol-
lowing expression for p~®.

M+ N
2L —iK

(62)

Je

If the detection geometry 1s changed such that the final fixed
polarizer passes s-polarized light rather than p-polarized
light, the expression for p changes to the following (FIG.

115).

-2 —iK
M+ N

(63)

Expressing the Nonlinear Optical Polarization in
Terms of the x** Tensor Elements

Regardless of the specific optical configuration used (e.g.,
NONE, SHG-RAE, or SHG-RQE), the ellipsometry mea-
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surements yield the complex parameter p, which 1n turn
describes the complete polarization state of the nonlinear
optical beam. As shown hereinbelow 1n the Supporting
Calculations, projection of the incident and exigent s- and
p-coordinate systems onto the surface (Cartesian) coordinate 4
system leads to the following general expression for p in the

case of SHG with a single incident beam (FIG. 12).

_ XPPP(E{;)Z + X psps €p "'/‘L/,ﬂ:?-ss("?gj)2 (64) 10

/I{spp(E{ﬁ)z +Xssp€gjgtﬁ + Xsss(gfiu)z

The effective x'* tensor elements in Eq. 64 are model-
independent parameters describing the macroscopic polar- 15
ization characteristics of the sample. They are given by
combinations of surface tensor elements multiplied by geo-
metric terms and model-dependent Fresnel factors relating,
the incident and exigent electric fields to the fields within the
ultrathin interfacial layer. In uniaxially oriented films, the 20
cllective tensor elements are given by the following expres-
S101S.

Xppp— T3 xx 7S5 X7 xxtS57X 777 (65a)
X = FSaX 377 (65b) 27
xpss —Serzyy (65C)
xspp:SExKXZ (65(:1)
30
xssp —S1Ayyz (65 E)
XS.S'S: (65:{)
The * symbol should be positive for transmission measure-
ments and negative for reflection and total internal reflection >
measurements. Explicit expressions for the s coeflicients in
Eq. 65 are detailed hereinbelow 1n the Supporting Calcula-
tions section for measurements performed 1n reflection.
Experimental Determination of the x*® Tensor 40

Elements

The set of optics used to prepare the polarization state of
the mncident beam can also be treated 1n a modular manner.
In the following discussion, it will be assumed that the 4>
optical components preceding the sample consist of a fixed
polarizer (or equivalently, a polarized laser or other light
source), a rotatable haltf wave plate, and a fixed quarter wave
plate oriented at +45°. The polarizer and the quarter wave
plate may each be fixed at one of two settings (s- or p- and 50
+45°, respectively), providing four general cases for con-
sidering the incident optics. In general, the polarization of
light that reaches the sample can be described by the
CXPression:

e =MoM M, e:" (66) I3

The four different combinations of the considered settings
for the polarizer and the quarter wave plate lead to only two
unique outcomes for the polarization state of the beam
entering the sample as a function of the hall wave plate 60
rotation angle o ,,” and are referred to as configurations A

and B.

Configuration A

63
In configuration A, two different combinations (pol set to
pass s-polarized with Q=—45° (FIG. 13a) and pol set to pass

40

p-polarized with Q=45° (FIG. 135)) vield i1dentical incident
electric fields as a function of o,,”. Substituting the appro-
priate Jones matrices and performing the matrix multiplica-
tion yields the following expression for the polarization of
the light in terms of the rotation angle of the half wave plate.

Cexp(—i2af) (67)

g
Il

lexp(i2ay;) |

Configuration B

By analogy with configuration A, two different combina-
tions (pol set to pass s-polarized with Q=45° (FI1G. 13¢) and

pol set to pass p-polarized with Q=-45° (FIG. 13d)) vield
identical incident electric fields.

Cexp(—i2a%) ] -
samptff _ _ _fexp(—fzaﬁ) |

Modular Assembly of the Complete Optical Path

The modular relations described in the previous sections
can be combined for a given instrumental configuration to
determine the complete suite of x** tensor elements present
in SHG. Combining the relations 1in Eq. 67 or Eq. 68 with
Eq. 64 provides the fully complex-valued p parameter in
terms of the x* tensor elements and the rotation angle optics
that define the polarization of the incident light.

Case 1—Umniaxial Chiral Films Using Configuration
A

In SHG measurements of uniaxially oriented films, sub-
stitution of the Jones vector for the optical field in Eq. 64
yields the following expression for p as a function of a.,,”.

X ppp€XP(— idafy) + X psp — /‘{pﬁexp(fﬂr&ﬁ) (69)
XSPPEKP(—M{Y%) + f/‘{spp

plag) =

Evaluation of p(a.,,”) for Configuration A with o.,,”=-22.5°,
0°, 22.5° and 45° (corresponding to plane polarized with the
polarization plane oriented +435°, right circularly polarized,
plane polarized with the polarization plane oriented —45°,
and left circularly polarized, respectively), results 1n the
following set of expressions for the eflective tensor ele-
ments, derived herembelow 1n the Supporting Calculations
section.

Xspp  MR/L — 2up/- (70a)

s 1 s 70b
Apsp _ _[E+f— N XPF'AH_} (/0b)
X ssp 2 SSp
X pss 1 (7GC)




US 7,336,359 Bl

-continued
. | S (70d)
adi = - (AH— + IAR;L) + AP (E—h"'— + ERIL)
XSSP 4 Xssp

A shorthand notation has been introduced, 1n which 2 _,_=p
(~22.5°14p(22.5%), S, —p(0°)+p(45°), A, _—p(-22.5%)-p
(22.5°), and A,,,=p(0°)-p(45°). From experimental mea-
surements of the null angles obtained for these four different
incident polarization states, relative values of all five non-
zero effective x® tensor elements can be uniquely obtained
with full phase information.

Case 2—Umniaxial Chiral Films Using Configuration
B

The expressions for the effective x** tensor elements in
measurements acquired using Configuration B are exactly
identical to that for Configuration A 1 Eq. 70 except p(45°)
now corresponds to right circularly polarized light and p(0°)
corresponds to left circularly polarized light (1.e., making the
substitution A, =p(45°)-p(0°) 1n Eq. 70).

Case 3—Umiaxial Achiral Films Using,
Configuration A

In SHG measurements of uniaxial achiral films, the
expressions 1 Eq. 70 simplify considerably. In the absence
of chirality, p(45°)=—p(0°) and p(-22.5°)=—p(22.5°). Con-
sequently, the set of complex-valued x* tensor elements can
be obtained from ellipsometry measurements performed for
just two incident polarization states (o, =0° and
Q. =22.5°) corresponding to right circularly polarized light
and linearly polarized light oriented at —45°.

X pss 1 . S6 X ZXX (71)
= = - [p(22.5%) +ip(0%)] =
X ssp 2 S1 X XXZ
1 n (72)
A ssp 2 51 SIX XXZ S1IX XXZ

Case 4—Umniaxial Achiral Films Using
Configuration B

By analogy with Case 3, simplification of Eq. 70 in the
absence of chirality yields the following two compact rela-
tions, diflering only from the expressions for Configuration
A 1n the sign of the 1p(0°) term.

X pss 1 . 56 X ZXX (73)
P = [p(22.5%) — ip(0%)] = =24
Assp 2 SLXXXZ
1 n (74)
A ppp _ ——@(22.50) N Ep(ﬂﬂ)] _ +53 N SsXzxx  STX7Z727Z
X ssp 2 SI SIXYXXZ  S1XXXZ

Relationships between SHG-ORD, SHG-CD,
SHG-LD and Nonlinear Optical Ellipsometry

Several experimental methods have been developed for
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intensity difference detected for left (L) vs. right (R) circu-
larly polarized incident light. In related measurements, SHG
linear dichroism (SHG-LD) 1s the difference between SHG
intensities generated for plane polarized light with the axis
of polarization oriented —45° and +45°. The relationships
between the measured SHG-CD and SHG-LD ratios and the

surface tensor elements are summarized below.

RCD _ Ifiu _ ‘(12:.11.’:13J . Im(}{isp}{?};.p) (75)
1 1 12 2
E(IELE 1 Iftﬁ) |/‘f15p| + |){,/1pp|
26 2t .
RLD _ If,—45ﬂ B 11-5450 _ RE(XESP){EPP) (76)
] " Dil® + Dy
j(ffisﬂ + Iffsﬂ) Aispl” T I Xipp
In Egs. 75 and 76, I°® is the detected intensity of the
frequency doubled beam, with the subscripts indicating the

detected polarization component 1 (either s or p) generated
for a given 1ncident polarization state, and eflective tensor
elements are used, which are linear combinations of the
surface tensor elements and geometric and Fresnel factors
relating the incident and exigent electric fields to the fields
within the interfacial layer (explicit expressions for the
cllective tensor elements are given elsewhere herein). SHG
optical rotary dispersion (SHG-ORD), in which chiral con-
tributions result in rotation of the primary polarization axis
of the exigent beam, 1s closely related to both SHG-CD and
SHG-LD. In SHG-ORD measurements, a polarizer 1s placed
between the sample and the detector and the intensity 1s
recorded as a function of the polarizer rotation angle. Fitting

the detected SHG intensity to the following expression
yields the SHG-ORD rotation angle ¢.

P=F+G cos”(0,u—9) (77)

SHG-ORD measurements are typically performed with a
p-polarized incident beam to simplify their mterpretation, in
which case ¢, 1s zero in the absence of surface chirality in
umaxially oriented films. Clearly, in SHG-CD, SHG-LD,
and SHG-ORD measurements of interfacial chirality, the
relative phase shiits between the eflective tensor elements
are critical aspects of all of the measured parameters, but this
phase information 1s generally unavailable using most exist-
ing intensity-based polarization analysis techmiques.

Given that SHG-ORD experimental measurements are
actually just rotating analyzer ellipsometry measurements
acquired with a p-polarized incident beam, one would

expect to find simplitying relationships connecting SHG-
ORD with SHG-RAE and SHG-RHE. The general expres-

sion for SHG-RAE 1n Eq. 56a differs from that given in Eq.
7’7, but the two expressions can be shown to be equivalent
through the following substitutions.

A=YG cos (29) (78a)
60
B=14G sin (29) (78b)
C=F+4G (78¢c)
Tects routinely observed in SHG 65  Correspondingly, the rotation angle of the primary polar-

probing the large chiral e:

and SFG measurements of thin surface layers. For example,
SHG circular dichroism (SHG-CD) 1s a measurement of the

1zation axis for a p-polarized tundamental beam ¢, 1s related
to the x'* tensor elements through the following expression.
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B 2Re . (79)
tan(qup) _ 2 (XPPF’X PP

A pml + Xappl®

From inspection of Egs. 75, 76, and 79, 1t 1s clear that
precise knowledge of the complex-valued eflective tensor
clements with phase information allows prediction of SHG-
ORD as well as SHG-CD and SHG-LD, but the opposite 1s

not necessarily true.

Molecular Orientation Information

In planar chromophores with pseudo-C, 6 symmetry,
excited states can be etther B, -like, in which 3., .. 1s the only
symmetry allowed element of the molecular tensor, or
A, -like, in which f3_... and f3_... dominate the molecular
response. Explicit evaluation of Eq. 29 for a uniaxial surface
system yields the following orientation average connecting
the molecular nonlinearity to the nonlinear optical properties
of the surface given by the x* tensor in a planar chro-
mophore of C,  symmetry.

X,7,=N_[{cos® 0P, ..+{sin” O cos O cos” Y} P+

2Bcrerrr)] (80)
X 7 vv=Y2N, [{sin® 60 cos 0)f, .. +{cos 0)B,,. ~{sin* O

cos 0 cos” PP, usA2Prnrn] (81)
X yv—=Y2N_[{sin® O cos 0P, +{cos 0P, .. ~{sin” O

cos 8 cos” YHP, e A2P )] (82)
Xxyz=Y2N,[{sin” 0 sin 1 cos YXPBrr—P. o] (83)

In Eqgs. 80-83, N_ 1s the surface number density, 0 1s the tilt
angle of the z'-axis away from the surface normal, and 1) 1s
the twist angle of the x'-axi1s. In systems exhibiting a random
distribution 1n the twist angle 1, an orientation parameter D
can be defined by combination of the expressions in Eq.
80—83. For transitions to states of A,-like symmetry 1in
planar chromophores, the tensor elements 3_... and {3_. ...
will dominate the molecular response, leading to the fol-
lowing expression for the orientation parameter D.

{cos’0y  xzzz— Xzxx *+ Xxxz (84)

(oS xzzz— xzxx +3xxxz

For ftransitions to states of B,-like symmetry, only
B3 _...~p....remain, leading to the following expression for
the orientation parameter D.

(08’0 xzzz+2 xaxx —2Xxxz (85)

)= —
(costh  xzzmz+4xzxx —2xxxz

From the orientation parameter D, an apparent orientation
angle (0*) can be defined as the angle calculated 1f a
O-function orientation distribution 1n 0 1s assumed.

|lf’2 (86)

O*=arccos LD
It 1s worth emphasizing that the assumptions of a broad
distribution 1n the twist angle 1 and a o-function distribution
in 0 should be used with caution. Experimental measure-
ments of chural and achiral systems have demonstrated that
both approximations routinely fail in onented thin surface

films.
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Excited State Information

Under most experimental conditions, the molecular polar-
izability tensor $* in Eq. 29 can be expressed in terms of
simple, intuitive molecular properties. In SFG and SHG
measurements 1 which an incident frequency 1s resonant
with a real transition within the surface chromophore,
including wvibrational SFG investigations, the resonant
molecular nonlinear polarizability simplifies to the product
of the transition moment and the anti-Stokes Raman polar-
izability tensor (shown 1 Eq. 87 for ir-vis SFG, with the
underscore ndicating the resonant interaction).

LI

-1 (ﬂf’i}ﬁf )Aﬁﬁﬁ; (87)

h (fU'n — Wiy — ern)

H

ﬁi"j’k" (_mswn; (Wyis » %) —

Under conditions 1n which the states dominating the molecu-
lar nonlinear optical response lie near or higher in energy
than the sum frequency, including most SHG measurements,
the nonlinear polarizability of the chromophore simplifies to
the product of the transition moment and the tensor for
two-photon absorption (TPA), shown 1n Eq. 88.

jfkf

ﬁ;;[? (ﬂ{nﬂ )TPA
(to,, — 2w — 2il,)

» (88)

2 h

H

Py i (=2w; w, w) =

Using the relations 1 Eq. 29, 87, and 88, reliable mea-
surements of the macroscopic nonlinear polarizability
described by the x® tensor elements can provide rich
information about both molecular orientation and the non-
linear polarizability of the chromophore.

The expression in Eq. 88 indicates that information
related to the tensor for two-photon absorption (TPA) can be
obtained from polarization analysis of SHG measurements.
In the case of SHG resonant with A, -like excited states, the
depolarization ratio of the TPA tensor R=a., . /o_.. can be
obtained directly from appropriate combinations of x*®
tensor elements given 1n Eqgs. 80-82.

(89)

r !
EHI A

C 2xzxx —2xxxz  Bryy

Fid —
Xzzz v+ 2Xxxxz  PBrr7

;5

From Eqg. 89, measurements of the ratio R yield information
on the polarization characteristics of TPA that 1s analogous
to the depolarization ratio.

10. EXAMPLE 4

All experiments 1n this Example 4 were performed on the
mstrument of FIG. 1. The optical pathway consisted of
Nd:YAG laser source 12 (New Wave Research Polaris, 1064
nm, 5—7 ns pulses, 20 Hz, ~1 ml/pulse, available from New
Wave Research, Inc., 48660 Kato Road, Fremont, Calif.
94538) tollowed by a half wave plate 16/Glan laser prism 18
combination for attenuation of the fundamental beam. A
computer-controlled rotating half wave plate 20 and fixed
quarter wave plate 22 (a,”=-45°) controlled the incident
polarization. A lens 24 and visible blocking filter 26 pre-
ceded the sample cell 28. An infrared absorbing filter 42 and
a collimating lens 44 followed the sample cell 28. A polar-
1zing beam splitting cube 50 allowed separation and detec-
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tion of both the s- and p-polarized components of the beam
alter passage through the wave plates. An infrared filter
52,53 and a 532 nm interference filter 54,55 preceded each
photomultiplier tube 56,57 (Burle 8830, available from
Burle Industries, Inc., 1000 New Holland Avenue, Lan-
caster, Pa. 17601-5688) for the detection of the second
harmonic wavelength at 532 nm. The addition of the second
detector 57 allowed for the simultaneous monitoring of both
polarization components separated at the polarizing beam-
splitter 50.

NONE, SHG-RQE, SHG-RHE, and SHG-ORD measure-
ments were performed for both fluorescein 1sothiocyanate

labeled bovine serum albumin (FITC-BSA, available from
Sigma-Aldrich Chemical Co., Milwaukee, Wis.) and

rhodamine B labeled dextran, ~70,000 MW (RB-dex, avail-
able from Molecular Probes, Inc., 29851 Willow Creek
Road, Fugene, Oreg. 97402) surface layers. FITC-BSA
interfaces were prepared by exposure of a cleaned fused
silica prism surface to approximately 1 mg/mL FITC-BSA1n
a 0.01 M phosphate butflered saline (PBS) buller using
ultrapure water (Barnstead NANOpure system, available
from Barnstead International, 2555 Kerper Boulevard,
Dubuque, Iowa 52001-1478). RB-dex interfaces were gen-
erated by exposure to approximately 1 mg/ml. RB-dex
prepared 1n ultrapure water. In both systems, all measure-
ments were performed with the prism 1n contact with the
aqueous solutions.

SHG polarization measurements of model achiral inter-
taces were performed using dyes Wlth absorbance maxima
corresponding to on-, near-, and off-resonance with the

second harmonic of the beam Solutions of 5.0x107* M
Rhodamine 6G (R-6G, available from Sigma-Aldrich

Chemical Co., Milwaukee, Wis., ~99% pure, A =529.5
nm, €,=110,000 cm™*M™') in ultrapure water, 1.0x10™* M
disperse red 19 (DR-19, available from Sigma-Aldrich
Chemical Co., Milwaukee, Wis., ~95% pure, A __ =475.2
nm, €,=27,000 cm™'M™") in 2-propanol (Mallinckrodt,
HPLC grade, available from Mallinckrodt Baker, Inc., Red
School Lane, Phillipsburg, N.J.), and 5.0x107° 1-docosyl-
4-(4-hydroxystyryl) pyridimum bromide (DPB, available
from Sigma-Aldrich Chemical Co., Milwaukee, Wis.,
A =397.3 nm, €,=27,000 cm™M™"; A__=574.0 nm,
€. =5,500 cm™'M™") in dichloromethane (Mallinkrodt,
SpectraAR grade, available from Mallinckrodt Baker, Inc.,
Red School Lane, Phillipsburg, N.J.) were prepared. All
measurements were performed in total internal reflection
with the prism surface in direct contact with the solution.
Measurements using dichloromethane were performed using
a BK-7 glass prism 30 to ensure total internal reflection.

Two different sample cells 28 were used 1n the experi-
ments. For the R-6G, DR-19, FITC-BSA, and RB-dex
solutions, the sample cell 28 consisting fused silica prism
30, rubber o-ring 32, and %2-in square aluminum plate 34
with an 4-1n hole 38, for sample addition/removal, held
secure using mount clamps (1 1n=2.54 cm). The volatility of
the dichloromethane necessitated a closed sample chamber,
constructed using a piece of aluminum 34 (1 mx34-1nxY2-1n)
contaiming a small ample well (3%4-1n diameter and Ys-1n
depth) sealed to a BK-7 prism 30 surface with a Teflon®
o-ring 32.

Null angles were obtained using a computer software
program written in house. The quarter wave plate 46 and half
wave plate 48 along the detection pathway were positioned
in computer controlled mounts (Newport SR50CC, with a
Newport Universal Motion Controller/Driver, available
from Newport Corporation, 1791 Deere Avenue, Irvine,
Calif. 92606). In a given NONE measurement, approximate
values for the minimum angles were first determined by
manual rotation of the wave plates as described previously.

Precise null angles were subsequently obtained by first
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recording the SHG intensity as a function of the quarter
wave plate 46 rotation angle with the half wave plate 48
fixed and fitting the resulting response to the following
general equation.

P°=4 cos (40;7°+0 ,)+B cos (207 +0,)+C (90)

The nonlinear curve fitting to Eq. 90 was used solely to
identily the intensity minima. The angle providing a mini-
mum intensity of SH light was calculated from the Fourier
coellicients A and B. The quarter wave plate was then fixed
at this minimum angle and the half wave plate was rotated
while mapping the intensity of the signal. The resulting
curve was 11t to Eq. 91 (the predicted response for a half
wave plate).

=4 cos (407 “=8)+C 91
H

FIG. 14 illustrates the second harmonic plot of DR-19 fitted
to Egs. 90-91. The open circles represent the observed
intensities while rotating the half wave plate 48 with a fixed
quarter wave plate 46. The solid squares represent the
rotating quarter wave plate 46 with a fixed haltf wave plate
48. The lines represent the fitted data to the approprate
equations. The half wave plate 48 was fixed at the intensity
minimum and the process was 1teratively repeated until the
values obtained for the null angles no longer changed
significantly, a representative example of which 1s provided
in FIG. 15. In FIG. 15, the open circles represent the half
wave plate angles and the solid squares represent the quarter
wave plate angles. The iterations converge to the reported
null angles, which were determined to be 79.9° (£0.2°) and
153.8° (£0.5°) for the half and quarter wave plates, respec-
tively. Reported errors are from 3—5 measurements.

SHG-RHE and SHG-RQE measurements were made
using the same computer software. For the SHG-RHE
experiments, the second harmonic beam passed through a
rotating half wave plate 48 and then through a fixed polarizer
50. The half wave plate 48 was rotated over 360° and the
intensity of both s- and p- polanzatlons of light after the
polarizer 50 were measured using PMTs 56,57. The data
acquired on the PMTs 56,57 were both ﬁt to Eqg. 59.
Parameters obtained from these fits were used 1n to deter-
mine the respective p values. Errors were derived from the
averages of 3-35 fits. For the SHG-RQE measurements, the
second harmonic beam was passed through a rotating quar-
ter wave plate 46 and fixed polarizer 50. Both s- and
p-polarizations were measured and fit to Eq. 61a. Errors
were derived from the averages of 3—5 fits.

Molecular modeling calculations of DR-19, R-6G, and
DPB were performed using Gaussian 98. Geometry optimi-
zation was performed using either restricted Hartree-Fock
method with a STO-3G basis set (DPB and DR-19) or with
the restricted b31yp density functional theory method with
the 6-31G basis set. Excited state calculations performed on
the optimized structure were done with restricted ZINDO
including the contributions from 100 excited states 1n deter-
mination of the TPA tensors. The calculations for the TPA
tensors (or equivalently, the hyperpolarizability tensors) for
SHG required summation of the contributions of the first
~100 excited states 1n order to obtain satisfactory conver-
gence.

Values for the ellipsometric parameters p were obtained
using several different nonlinear optical ellipsometric
approaches and instrumental Conﬁgurations Table 12 con-
tains the tabulated p values acqmred using NONE for the
resonant, near-resonant, and ofl-resonant achiral molecular

systems, R-6G, DR-19, and DPB, respectively.
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Summary of null angles and determined p values

R-6G DR-19
ag =00 129.2° (£0.7°)
oy =0° % 4.6° (£0.1°)
g = 22.5° 112.8° (£0.5°) 153.8° (£0.5°)
Oy = 22.5° 154.7° (0.3°) 79.9° (£0.2°)
06 0.00 (£0.03) — 0.99i (£0.03i))  0.55 (£0.03) — 0.963i (+0.002i)
D25 5 ~0.38 (£0.02) + 0.345i (£0.005i) -1.92 (£0.05) — 0.515i (£0.002i)

DPB

~33.3° (£0.99)
16.3° (x0.99)
161.4.5° (+0.8°)
~2.5° (£0.3°)
0.48 (£0.03) — 0.59i (+0.04i)
~1.86 (£0.07) — 1.57i (+0.09i)

*The wave plate angles for R-6G did not converge for an incident polarization when g™ = 0°. The production of
nearly perfectly circularly polarized light vields a near infinite number of angles which produce null values.

FIGS. 16 and 17 contain a summary of the p wvalues
measured from two chiral surfaces (RB-dex and FITC-BSA,

respectively) using three of the ellipsometric methods
described heremabove. Tables 13 and 14 disclose these p
values.

TABLE 13

15

sent the p value obtained for the detection setups when using,
the same incident polarization (noted on the graph).

In both the SHG-RQE and SHG-RHE measurements, the

use of the imstrument depicted in FIG. 1 allowed for the
simultaneous acquisition of data using both configurations.

Comparison of FITC-BSA p values derived from different experimental confisurations.

P /s Prus Po
NONE 1.80 (£.01) +  —1.80 (+.05) 0.33 (.05) —
0.31i (+.01i) 0.34i (+.01i) 0.97i (+.01)
Rot QWP s- 1.78 (£.02) +  —1.53 (+.02) 0.45 (+.04) —
0.461 (+.04i) 0.56i (+.03i) 0.93i (+.06)
Rot QWP p- 1.7 (1) +  —-1.74 (£.02) - 0.48 (.03) —
0.51i (£.06i) 0.62i (£.041) 0.95i (£.06i)
Rot HWP s- 1.80 (£.08) = —1.36 (£05)+  0.47 (+.04) =
1.361 (+.06i) 0.51 (+.1i) 1.00i (£.071)
Rot HWP p- 1.8 (£2)+  -1.05 (.03 +  0.52 (£.03) =
0.71 (+.3i) 0.86i (£.051) 0.94i (£.03i)

TABLE 14

Pria

~0.59 (£.04) +
0.84i (.01i)
~0.47 (£.05) +
0.84i (+.04i)
~0.47 (£.07) +
0.96i (+.02i)
~0.50 (£.01) =
0.76i (+.05i)
~0.32 (£.01) =
0.82i (+.01i)

Comparison of RB-dex p values derived from different experimental configurations.

P_mss Prus Po
NONE ~0.32 (£.01)+ 035 (£.02) - 0.35 (+.03) -
0.35i (£.01i) 0.32i (.01i) 1.051 (+.01i)
Rot QWP s- _0.28 (£.03)+ 023 (£.02) - 0.22 (+.01) -
0.40i (£.01i) 0.35i (£.01i) 0.96i (£.011)
Rot QWP p- _0.26 (£.04)+ 025 (£.01) — 0.24 (£.01) —
0.35i (£.02i) 0.381 (=.01i) 0.93i (£.02i)
Rot HWP s- 018 (£.02) = 029 (£01)x  0.25 (£.01) =
0.33i (+.01i) 0.35i (£.02i) 1.03i (£.01i)
Rot HWP p- _0.17 (£.01) = 030 (£01)+  0.24 (£.01) =
0.371 (+.02i) 0.38 (+.02i) 1.03i (£.01i)

In FIG. 16, extracted p values for rhodamine labeled
dextran are used to compare the polarization detection
techniques where diamonds represent NONE, squares rep-
resent RHE, and circles represent RQE (for both RHE and
RQE solid symbols are the values obtained from the s-de-
tected fit and the open symbols are from the p-detected {it).
Circled groups represent the p value obtained for the detec-
tion setups when using the same incident polarization (noted
on the graph).

In FIG. 17, extracted p values for FITC-BSA are used to
compare the polarization detection techniques where dia-
monds represent NONE, squares represent RHE, and circles
represent RQE (for both RHE and RQE solid symbols are
the values obtained from the s-detected fit and the open
symbols are from the p-detected fit). Circled groups repre-

Pra

~0.32 (£.03) +
1.05i (+.01i)
~0.20 (£.02) +
1.05i (+.031)
~0.19 (£.03) +
1.04i (+.031)
~0.24 (£.01) =
1.05i (+.01i)
~0.24 (£.02) =
1.04i (+.01i)
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As can be seen by mspection of Table 12 and FIGS. 16 and
17, stmilar values for p were obtained for all of the different
measurement approaches.

Analogous to knowledge of the wavelunctions 1 quan-
tum mechanics, knowledge of the set of complex p values
(two 1 SHG measurements of uniaxial achiral interfaces
and four 1n chiral interfaces) allows for the prediction of the
detected intensity expected for any combination of incident
and exigent wave plates. Appropriate combinations of the p
values yield the effective x*® tensor elements that describe
the nonlinear optical susceptibility of the interfacial layer,
retaining relative phase mformation (e.g., in Eq. 71). The
effective x*® tensor elements are independent of the particu-
lar model used to relate the incident and exigent optical
ficlds to the fields within the interfacial layer (i.e., the
Fresnel factors). From these eflective tensor elements the
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predicted intensities were calculated as a function of the
exigent hall wave plate and quarter wave plate rotation
angles for a DR-19 monolayer film, shown 1n FIGS. 18a and
b tor a.,,=0° and 1n FIGS. 18¢ and d for o.,,=22.5°. Super-
imposed on the calculated intensity “‘surfaces” are the
experimental data demonstrating the iterative convergence
to the mntensity null angle minima 1n the NONE measure-
ments. The only information required to generate the full set
of mtensity surfaces shown 1n the figures (as well as for the
construction of analogous plots for any different incident
polarization state) was the locations of the two minima
shown 1n the figure and highlighted in the expanded views.
Analogous surfaces for the chiral systems can be constructed
from the combined set of four p values.

In one particularly interesting case, the null angles for a
silica surface in contact with the R-6G solution did not
converge after multiple iterations with a right circularly
polarized 1ncident beam (see FIG. 19). This poor conver-
gence can be understood by inspection of the parameters
describing the polarization state of the frequency doubled
beam. Under these conditions and for this sample, p=0-11
(Table 12) indicating that the exigent light 1s almost per-

tectly circularly polarized. The predicted intensity map of

the second harmonic signal for this set of incident polariza-
tion conditions shown 1n FIG. 19 clarifies the reasons for the
poor convergence. For purely circularly polarized light, any
arbitrary rotation angle of the quarter wave plate generates
purcly linearly polarized light. Consequently the global
mimmum for the intensity surface for light that is nearly
circularly polarized was so shallow that 1t could not be
unambiguously 1dentified within experimental error.
Combinations of the p values using Egs. 71-72 together
with the Fresnel factors evaluated using a thin film model
dgyeloped previously allowed for the determination of the
X tensor elements describing the resonant, near-resonant,
and non-resonant achiral dye films, R-6G, DR-19, and DPB,

respectively, which are compiled 1n Table 13.

TABL

(L]

15
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ments yielded ratios of 1.00 (£0.04)-0.041 (£0.041) and 1.34
(£0.01)+1.11 (£0.11) for DR-19 and DPB, respectively. The
results of the measurements for DR-19 and DPB are similar
to those obtained using a manually nulled instrument,

5 although the automated system provided more precise mea-
surements than those obtained 1n earlier work.

Extraction of Orientation Information

10 The molecular orientation parameters D calculated for
DR-19 and DPB (Eq. 84) and for R-6G (Eq. 85) are
summarized in Table 15. In the limit of a broad orientation
distribution and for resonance-enhancement with a single,
spectrally resolved transition, a value of D=0.6+01 1s

15 expected. All three dyes produced predominantly real ori-

entation parameters approximately equal to 0.6. The appar-

ent orientation angles for R-6G, DR-19, and DPB calculated
from the values for D were be 38.5° (£0.7°), 39.5° (x0.9°)
and 43° (x£2°), respectively, which are all within two stan-
dard deviations of the magic angle result of 39.2°, expected
for a broad orientation distribution. For physisorbed dye
molecules assembled at solid-liquid interfaces, it 1s entirely
reasonable to expect a broad distribution in surface orien-
tation angles. Recovery of the magic angle result i reso-
nant, near-resonant, and ofl-resonant dyes of with signifi-
2> cantly different symmetry properties and with no adjustable
parameters supports the accuracy and reliability of the
experimentally measured x* tensor elements.

20

Excited State Symmetry Information
30

The measured x** elements depend on both the molecular
ortentation and the molecular symmetry and provides a
novel means of directly measuring the “depolarization ratio™
of the TPA tensor. In the case of R-6G, the depolarization 1s

relatively straightforward to evaluate by nature of the

Summary of ¥ tensor elements and derived information

R-6G DR-19
Yo 1 1

o ~0.64 (£0.03) + 0.37i (£0.031) 1.00 (£0.04) — 0.04i (£0.04i)
Koz 1.42 (£0.01) — 0.24i (£0.04i) 2.74 (0.05) + 0.75i (£0.01i)
YotV —1.81 (£0.02) = 0.7i (£0.1))  2.72 (£0.02) + 0.9i (0.1i)

D 0.61 (£0.01) — 0.05i (0.01i) 0.59 (£0.01) + 0.07i (£0.01i)
6% 38.5° (£0.7°) 39.5° (£0.9°)

R e - 0.00 (£0.02) + 0.02i (+0.01i)
R - ~0.02

cal

*All of the % tensor elements are normalized to 7y ..

Overall, the measured values are 1n good agreement with
expectations based on symmetry analysis and quantum

chemical calculations. For the resonant transition to the B,
state 1n R-6G, the transition moment 1s oriented along the
long axis (1.e., the x'-ax1s) and perpendicular to the C, axis
(1.e., the z'-axis), in which case the p,. .=, ... are the only
symmetry-allowed elements remaining in the molecular p**
tensor. Under these conditions, the X.../X .+ tensor ratio
should be ~—2+01. A value of —=1.81 (£0.02)-0.71 (£0.11) was
obtained using the NONE methodology of the present
invention. Quantum chemical calculations for DR-19 and
DPB performed 1n this work both indicated that the molecu-
lar tensors are dominated by the [3_. .. element, in which the
7'-axis 1s the long axis of the chromophore. In this case,
X [Xxyyz tensor ratio 1s expected to be ~1. NONE measure-

DPB

1
1.34 (£0.01) + 1.1i (£0.11)
2.43 (£0.07) + 1.75i (£0.091)
1.7 (£0.1) - 0.12i (£0.08i)
0.52 (£0.02) + 0.07i (£0.041)
43° (£2°)
~0.29 (+.02) - 0.21i (£0.03i)
~0.02

pseudo-C, symmetry. Since f3...~P.... are the only
remaining symmetry-allowed elements in the p® tensor,
a,... and o .. are the only nonzero elements in the TPA
> tensor. Diagonalizing this symmetric TPA tensor yields two
equal and opposite principal elements, for which R=-1. In
DR-19 and DPB, the TPA tensor contains symmetry-allowed
contributions along the long axis, perpendicular to the long
axis within the molecular plane, and orthogonal to the
60 molecular plane. Quantum chemical calculations of the TPA
tensors yielded R values of —0.02 for both DR-19 and DPB
(with the negative sign indicating a sign change between

a...and a._. .). These values indicate strong TPA polarization
along the long molecular axis (1.e., the z'-axis) 1n each
65 molecule, a relatively small short-axis (i.e., x'-ax1s) contri-
bution, and insigmficant out-of-plane contributions. The
measured depolarization ratios of the TPA tensors are con-
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sistent with these predictions of the modeling calculations,
in which the R value for DR-19 was observed to be 0.00
(£0.02)+0.021 (£0.011) and the value for DPB was observed
to be -0.29 (x0.02)-0.211 (x0.031). The value for DR-19 1s
within experimental error of the measured depolarization
rat10, indicating that the two-photon transitions are predomi-
nantly polarized along the long z'-axis (1.e., the pseudo-C,
axis). The depolarization ratio does differ for DPB, however.
The presence of a nonzero value for R with a significant
imaginary contribution in the case of DPB may potentially
be attributed to changes 1n the molecular tensor from aggre-

gation at the interface.

11. SUPPORTING CALCULATIONS

Calculation of the Predicted Intensity-Dependent
Response from the NONE Polarization
Measurements

Irrespective of the x* nonlinear optical properties of the
system of interest, the complex-valued parameter p can be
expressed using the following general equation.

0= Ef?w _ XPPP(EL;)Z +Xp5p(€;u)(€f;) + Xpss(ggu)z (Sl)
5’ Xspp (€97 + Xssp(€9)(€9) + Xsos(e2)*
In Eq. S.1, effective x'*’ tensor elements are used, consisting

of linear combinations of the true surface x'* tensor ele-
ments combined with the appropriate geometric and Fresnel
factor constant multipliers. The first subscript in the x*
tensor elements indicates the p- or s-polarization component
generated when driven by a fundamental field with polar-
1zation components given by latter two indices. The two
remaining nonzero eflective tensor elements x, - and x_
have been omitted, because the degeneracy present when
using a single incident fundamental beam 1 SHG requires
that the last two indices are interchangeable, such that
X =X, and X, =x.... In uniaxial films, the relationships
between the effective x® tensor elements and the true

symmetry-allowed surface x'*’ tensor elements are relatively
simple.

Xopp S xxztS5X zxxtS X722 (S.2a)
Xpsp——SaXxv7 (S.2b)
Aoss DGV ZYY SeVZXX (5.2¢)
Mspp S2VYXZ TS xYZ (5.2d)
Assp S 1MYYZ S1dxxz (S.2e)
X o0 (S.21)

In Eq. S.2 the s, coeflicients consist of constants related to
the experimental geometry and Fresnel factors relating the

incident and exigent fields to the fields within the nonlinear
f1lm.

Consistent with the experimental configuration, an s-po-
larized beam passing through a half wave plate rotated an

angle o, and a quarter wave plate rotated an angle of

o, ——45° yields the following Jones vector tfor the incident
fundamental beam.
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" 2ie) (5.3)

EEZICEL],L;; |

* e

Explicit evaluation of Eq. S.1 for different rotation angles
® (indicated by the subscript on p) using the expression
in Eq. S.3 for €” yields the following set of four equations.

Xppp — Xpsp T Xpss (S.4a)
P-nig =
Xspp — Xssp
5 = Xppp T Xpsp T Xpss (S.4b)
i Xspp T Xssp
0o = Xppp + L psp — X pss (S.4c)
Xspp + I ssp
_ —Xpep T WXpsp T Xpss (S.4d)
Pria =

—Xspp + L X ssp

Taking appropriate sums and differences of the expressions
for p__,, and p_,, and the expressions for p, and p_.., yields
the following set of relations.

A sspem/8 N ss mfazzxpsp (S.5a)
X0~ X s ppN=2X ) (S.5b)
N ssptA/8 sppzrnfﬁ_z( PP pss) (S.5¢)
X5 N HX 2072 (X =K ) (8.5d)

A shorthand notation has been mtroduced, in which X_ .=
(Prs 0 —g)s 20 (PoHPma)s Brs™(Pr/g=P )y AN Ag=(p—
0_...). Appropriate combinations of these relations yield the
following equalities.

Xspp B E.[] — Emrg (863)

X ssp IAD - Am’ﬂ

X ps 1 Xs (S.6b)
psp. _ i[szﬂ _ Aspp Amfﬂ]

X ssp S5p

X pss Xs (5.6¢)
Ak [(ﬁms +iAg) — 22 (Zpg — ED)}

A ssp Xssp

X Xs (S.6d)
PP = [(ﬁma —iAg) — 2222 (Zs + Zo)

X ssp X ssp

In the limiting case of an achiral film, p__=—p_..«x and
—-Py, leading to the disappearance of the chiral tensor

p:n:f4
»and x,and a reduction ot the expressions for

elements x, s

the achiral elements X, om Xpss» and X o to those derived
previously for NONE analy51s of achlral films. Normalized
values of the five effective x** tensor elements allowed by
symmetry 1 uniaxial films can be obtained using the rela-
tions 1n Equations S.6 and are summarized 1n Table 6. Since
the p values are complex parameters, all phase information
is retained in the effective x*® tensor elements. The four
nonzero 1ndependent surface tensor elements

X775

X 2 Xzyys XxxzXxzy Xyyzr Xyzys A X =Xy ==X yyp™
Xy Can be obtained from the effective X~ tensor elements
using the following set of relationships.
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Xppp — S xxz SN zxxtS7¥ 7227 (S.7a)
Xpsp——SaXxvZ (S.7b)
Apss TSN ZyY (S.7¢)
Yoo~ S2Vvxz (S.7d)
Yssp O 1 YYZ (S.7e)
Xsss 0 (S.79)

In Eq. S.7, the s, coeflicients consist of geometric constants
and Fresnel factors relating the mncident and exigent fields to
the fields within the nonlinear film, described 1n detail 1n the

following Appendix.

By using effective x**) tensor elements in treating the
nonlinear optical polarization, this approach 1s valid irre-
spective of the model used to treat the optics at the interface.
The true surface x*® tensor elements can be obtained from
the effective tensor elements using the relations 1n Eq. S.2,
provided the s, coeflicients (generally complex-valued
parameters themselves) are known or can be calculated
using a given model for the interfacial optics. Although, the
use of the effective x* tensor elements removes several
simplifying degeneracies that are present when using the
true surface tensor elements (€.2., Xyy,~—Xyy, but X, =-
X.,p)» the model-independent effective tensor elements are
suflicient for complete reconstruction of the intensity-de-
pendent response as a function of incident polarization state
at a single angle of incidence and do not require any a priori
assumptions regarding the thin film optical constants. Once
the relative values of the five effective x'* tensor elements
present in uniaxial systems were determined from the
NONE measurements, the complete polarization state of the
exigent frequency-doubled beam including all phase infor-
mation was calculated using Eq. S.1. The predicted intensity
surfaces shown in FIGS. 4 and 5 were subsequently calcu-
lated using Eq. 25, which was derived from multiplication of
the appropriate Jones matrices for a quarter wave plate/half
wave plate/polarizer combination positioned between the

sample and the detector.

Because measurement of the ratio x . /X, yields a com-
plex-valued constant that depends 0111; on the thin film
optical properties of the substrate/film/superstrate system
and 1s independent of both the molecular hyperpolarizability
and molecular orientation. Because the imaginary compo-
nent of the interfacial refractive index k, 1s allowed to be
nonzero, the values of n; and k, that yield a mimimum 1n the
value of IXyy /Xy +158,(n3.K5)X,/s,(n3.K3)x,, —11 corre-
spond to the optimal eflective set of optical constants
describing the interfacial layer with no additional adjustable
parameters.

Expressions for the Fresnel Factors

Two different mathematical approaches were considered
for generating the Fresnel factors necessary for relating the
macroscopic measurements back to the x**/ surface tensor
clements. The first (Model A) was derived using a math-
ematical formalism similar to that developed for interpreting
traditional ellipsometry measurements of thin films. The
second model (Model B) has been widely used for over a
decade and 1s described 1n detail 1n previous work by Shen
and coworkers, by Heinz, and by Mizrahi and Sipe.

2)

Model A

The Fresnel factors L® and L*® were derived from
established expressions for imterpreting ellipsometric polar-
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1zation changes from interactions of electromagnetic radia-
tion with thin surface films. Considering the three-layer
system described 1in FIG. 2, the nonlinear optically active
thin interfacial layer 1s indicated at 64. The driving funda-
mental fields within the layer are generated by summing
together all the refracted and reflected contributions within
medium 64. For the X-polarized component of the field, the
local electric field within the nonlinear layer 1s given by the
following infinite series.

L _ 2
& —

X X

Q) ik, w _—Pp- ik, Q) o —
Ip13 ~lp13 Tpax €77 Hp13 Fp3o Fp3p €
D

: Q) Q) 0y ,—i2
2B —1,13" 7032 Fpa1 Fpan € A (S.8)

The negative sign on the upward propagating components
(1.e., towards medium 1) accounts for the change in the
coordinate system describing beam propagation upon retlec-
tion. The phase thickness {3 1s given by:

Pp=2m(d/h)# cos O, (S.9)

Collection of terms 1 Eq. S.8 together with the relation
1+x+x°+x°+ . . . =1/(1=x) for Ixl<]1 leads to the following
expression for the X-polarized field within the interfacial
layer.

I3
L = rpsrps e 2

. S 10
(1= rss,e ) -

ey :EE}"

Similar approaches can be used to evaluate the Y- and
Z-polarized field components within the thin film as they
relate to the incident fields to produce the set of Fresnel
factors given i Eq. 31.

The nonlinear optical field components detected in the
far-field can be calculated using the same basic approach.

( 2o D —i2B2 (5.11)

cmy P 2 3
20 20 —i2P
p3j[1+rp3jrp32€ ) +]

+ (Fp_gjrp_gzé'

220 o 1240
20 (20 —if 20 W20 —i2f
—rp3oip3€ [l + 131 € + >

TR
20 2 _—12p
(rogrisse | +]

In Eq. S.11, P,”* is the X-polarized component of the
nonlinear polarization generated within the interfacial layer.
The expressions for the nonlinear Fresnel factors for all
three polarization components are given in Eq. 32. These
same equations hold 1n total internal reflection, in which the
reflection and transmission angles and coeflicients are
allowed to have complex values.

Combining the linear and nonlinear Fresnel factors with
the appropriate geometric terms describing the projection of
the electric field components onto the Cartesian coordinates
aiter refraction into and out of the interfacial layer leads to
the following definitions for the s coeflicients in SHG of
chiral films using Model A (indicated by a superscript).

s A=2L 2AL AL sin (0,) (S.12a)
$5A=L @ L L2 sin (2059) (S.12b)
37 =L oL oL sin (20,°) cos (0,7%) (S.12¢)
=2 oL o L2 sin (05°) cos (8,7) (S.12d)
sA=L 2L ™) cos (03°) sin (0,°°) (S.12¢)
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5’5A :LZZELM(LY}’UJA)E Sin (E'lzm) (S.121)
S ?A :LZZEUJA(LZZUJA)E Siﬂ2(63m) Sin (elzm) (5.12g)

Model B

Arguably, the most common treatments of the interfacial
optics in SHG and SFG are based on two models developed
independently by Mizrahi and Sipe and by Shen and
coworkers. The mathematical approach described below 1s
expressed within the framework developed by Shen and
coworkers, although 1t can be shown to be equivalent to the
Mizrahi and Sipe model 1n the limit of an ultrathin film.

LHMZI—FPIELD (8133.)
Loy =1+r 5" (S.13b)
LZZm:(1+rp12m)(Hlm/H3m)2 (S.13c)

In reflection, the corresponding nonlinear Fresnel factors are
given by expressions virtually identical to those 1n Eq. S.13,

but evaluated using the optical constants for the frequency
doubled light.

Ly =1-r,5°" (S.14a)
L2 =1+r_,5°% (S.14b)
LZZELD:(].+Fp122m)(?312m/ﬂ32m)2 (S].4C)

In model B, the combined s, coeflicients including the
geometric projection terms are given by expressions similar
to those 1n S.12 with one important exception. All angles in
Model B are referenced exclusively with respect to the
incident medium 0,.

§ P=2L 7 BL P P sin (0,“) (S.15a)
52 =L "PL P L7 sin (20,“) (S.15b)
$38=L " PL vy PL % sin (20,*) cos (0,%) (S.15¢)
$,8=2L " BL P "% sin (0,*) cos (0,°%) (S.15d)
s2=L 2B "")? cos?(0,*) sin (6,%*) (S.15¢)
SﬁﬁzLZZELD’B(LYYm’B)E Sin (612m) (S.151)
S ?E:LZZEM’B(LZEM’B)E SiHE(elm) Sin (Glzm) (S.15g)

Although not immediately obvious by inspection, the
products of the linear Fresnel factors L™ and the correspond-
ing linear trigonometric terms in Models A and B are
identical 1in the limit of a negligibly thin film (1.e. for p<<A,,
both models A and B produce 1dentical results for the linear
field amplitudes within the interfacial layer).

L cos 03%=L P cos 0,° (S.16a)
Loy =], B (S.16b)
L~ sin 0,*=L % sin 0, (S.16c)

However, this same correspondence does not occur for the
nonlinear Fresnel factors in Models A and B. The analogous
relationships between the Fresnel factors for the two differ-
ent models at the exigent frequency are given by the
following expressions in the limit of P<<A,.
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L 260 ]
20, A o1y 2.8 2 iy CGSQ?) (5173)
Ly costhy™ = Lyy cost™| —- ——
npcost™
[y 20 2t0 7
JRA L 20,8 13- cost; (5.17b)
yy = Lyy
nEcosf
[ g 2L 2t ]
2UA - i 2w.B - w3 cost (S.17¢)
177" sinfy” = 77" sinf, 5 -
ni’cosf™

In the thin film limait, the nonlinear optical Fresnel factors
derived in the present application (Model A) differ from
those used previously (Model B) 1in two principal respects.
First, the additional constant multiplier 1n brackets 1n all
three expressions corrects for the change 1n field amplitude
resulting from changes in the speed of light (given by the
ratio of the refractive indices) and the beam area (given by
the cosine terms) upon refraction out of the interfacial layer.
Although this additional factor may potentially aflect inter-
pretation of absolute phase measurements of the exigent
beam, i1t disappears 1n ratiometric comparisons when evalu-
ating relative values of the x® tensor elements such as
described 1 the present study. The second diflerence
between the Fresnel factors used in Models A and B in the
thin film limit is in the selection of the medium in which 6°®
is expressed in calculating the s, coefficients. Although 0,
appears 1n the relations for Model A connecting the two sets
of Fresnel factors (Eq. S.17), 0, is used when calculating
the s “ coefficients (Equations S.12). Consequently, convert-
ing between the s, coellicients used 1n the two models
requires multiplication by the correction factor given in

brackets in Eq. S.17 and an additional factor of sin 0,°“/sin
0,°® for L_.>® and cos 0,*“/cos 6,°“ for L.,

A

s =5 Bny®® cos 0°9m % cos 0,7%) (S.18a)
55725537 cos 0;°“/m % cos 0,7%) (S.18b)
53725837 cos 057%/m 7 cos 0,7“)(cos 0,°“/cos
GBELD):SSB(HBELD/HIEUJ) (S 1 BC)
s s By m o) (S.18d)
S& = B (n5“cosh [ n cos)(sind]” [ sinf5™) (5.13e)
= 52 [(ng‘“)zmsﬁg‘:w / (n%‘“)zmsﬂf{“]
525 B[(15°) cos 05°%/(1,°) cos 0,7*] (S.181)
s =252 [(15°) cos 05°°/(1,°)* cos 0,7*] (S.18g)

The different trends shown in FIG. 10 can be understood
by explicit substitution for the ratio s,/s, in the two models.
In Model B, only the Z-components of the incident and
exigent electric fields are intfluenced by the optical properties
of the interfacial layer. Consequently, the cancellation of the
L.," term in the ratio of X,X,, /s X, yields a parameter that
1s completely independent of the interfacial thin film optical
constants and can be calculated from the measured effective
tensor elements with no adjustable parameters.

B
XXyz _ 2Xpsp _

B, 2wy Bw
Lyx Lyy

B
S4 Xspp

XYXZ
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-continued
X psp (1 + rﬁ%)(l _ FLJ;:I:-JIE) . X psp

Aspp (1 - rfﬁ"z)(l +r5s)  Xspp

The known refractive indices of water and fused silica and
the experimentally measured values of x ., and X, ,, yield a
measured ratio of X;y-/Xy+-, equal to 0.024-1.611 when
using Model B for all assumed values of the interfacial
optical constants, as shown in FIG. 10. Consequently, for
Model B there 1s no combination of the interfacial optical
constants that recovers the required symmetry relationship
X xvA Xyx7——1+01. By comparison, the ratio of s,x,_ /s x
calculated using Model A retains a dependence on the thin
film optical constants at the doubled frequency through the

ratio of cosine functions.

Xxvz  S3xpp | (LR = 152) cosBi s (S.20)
AYXZ S4 Xspp (1- ré{}“’z)(l + r%5) costi Xspp

While the mvention has been illustrated and described in
detail in the drawings and foregoing description, the same 1s
to be considered as 1illustrative and not restrictive in char-
acter, 1t being understood that only the preferred embodi-
ments have been shown and described and that all changes
and modifications that come within the spirit of the mnven-

tion are desired to be protected.

What 1s claimed 1s:

1. A method for measuring a property associated with a
sample comprising the steps of:

projecting an incident polarized light beam having at least

one polarization state through a total internal reflection
cell containing said sample to generate an exigent light
beam having a complex polarization;
projecting said exigent light beam through an exigent
light beam path comprising a quarter wave plate having
a quarter wave plate rotation angle and half wave plate
having a half wave plate rotation angle, and a first
detector operable to produce a detected signal intensity;

iteratively adjusting said quarter wave plate rotation angle
and said half wave plate rotation angle to produce a
minimum detected signal intensity at said first detector
for at least one of said selectable polarization states;

determining ellipsometric nulling angles from said quar-
ter wave plate rotation angle and said half wave plate
rotation angle at said minimum detected signal inten-
sity; and

using said ellipsometric nulling angles to provide an

indication of said complex polarization of said exigent
light beam;
wherein said complex polarization of said exigent light
beam provides an indication of said property associated with
said sample.

2. The method of claim 1, wherein said minimum detected
signal intensity comprises substantially zero intensity.

3. The method of claim 1 further comprising the step of:

using said ellipsometric nulling angles to determine a

complex-valued tensor ratio of said sample.

4. The method of claim 3, wherein said complex-valued
tensor ratio provides an indication of a biological property of
said sample.

5. The method of claim 3, wherein said sample comprises
an unlabeled protein, and wherein said complex-valued
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tensor ratio measures a specific binding interaction of said
unlabeled protein with a labeled receptor protein.

6. The method of claim 5, wherein said specific binding
interaction comprises a binding-induced change in an ori-
entation of said labeled receptor protein.

7. The method of claim 6, wherein said labeled receptor
protein 1s a second harmonic generation-labeled receptor

protein.

8. The method of claim 6, wherein said labeled receptor
protein 1s a sum-irequency generation-labeled receptor pro-
tein.

9. The method of claim 1, wherein said at least one
polarization state comprises a {irst polarization state that 1s
at least approximately linear polarized and a second polar-
ization state that 1s at least approximately circularly polar-
1zed.

10. The method of claim 1, wherein said at least one
polarization state comprises:

a first polarization state that 1s at least approximately

linearly polarized light oriented at —45°;

a second polarization state that 1s at least approximately

right circularly polarized light;

a third polarization state that 1s at least approximately

linearly polarized light oriented at +45°; and

a fourth polarization state that 1s at least approximately

lett circularly polarized light.

11. The method of claim 1, wherein said complex polar-
ization of said exigent light provides an indication of a
surface concentration of an adsorbate.

12. The method of claim 1, wherein said complex polar-
ization of said exigent light provides an indication of a
charge reorganization during an adsorption process.

13. The method of claim 1 further comprising the steps of:

projecting said exigent light beam through a beam splitter

to provide a p-polarized beam and a s-polarized beam,
wherein said s-polarized beam projects on said first
detector and wherein said p-polarized beam projects
upon a second detector;

iteratively adjusting said quarter wave plate rotation angle

and said half wave plate rotation angle to produce a
minimum intensity at said first detector and a maximum
intensity at said second detector.

14. The method of claim 13, wherein said indication of
said complex polarization provides at least an approximate
full complex-valued x* tensor element ratio.

15. The method of claim 1, wherein said sample com-
prises an analyte of interest, said method further comprising
the steps of:

using said indication of said complex polarization to

calculate a depolarization ratio of a two-photon absorp-
tion (TPA) tensor for said analyte of interest.

16. The method of claim 15, wherein said depolarization
ratio provides an indication of the absorption kinetics of a
film interface.

17. The method of claim 16, wherein at least a portion of
said film interface comprises a biological matenal.

18. The method of claim 15, wherein said property
provides a background-free indication of said sample’s
protein/surface interaction.

19. The method of claim 18, wherein said background-
free 1indication 1s approximately 1n real time.

20. The method of claim 15, wherein said property 1s an
indication of said sample’s adsorption kinetics at a film
interface.

21. A method for determiming a property associated with
a sample of interest comprising the steps of:
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passing a polarized light beam through a nonlinear optical
null ellipsometry device comprising a detector and a
sample chamber to produce a polarization state mea-
surement response at said detector;

depositing a first sample species into said sample cham-

ber;

adjusting said nonlinear optical null ellipsometry device

to null said polarization state measurement response at
said detector;

depositing a second sample species into said sample

chamber:; and

measuring a change in said polarization state measure-

ment response at said detector;
wherein said change 1n said polarization states provides an
indication of a property of said second sample species.

22. The method of claim 21, wherein said change in said
polarization state measurement provides an indication of a
number density of said second sample species.

23. A method for measuring a property of a sample
comprising the steps of:

providing a nonlinear optical null ellipsometry measure-

ment device comprising an incident light source having
at least “n” selectable incident polarization states, a
sample chamber and an exigent beam path comprising
at least one optical device providing a selectable rota-
tion angle, and a detector;

placing a sample 1n the sample chamber to form a film 1n

said sample chamber;
projecting an incident beam from said incident light
source through said sample chamber to produce an
exigent light beam comprising at least one harmonic
response to said incident light source wherein said
exigent light beam produces a detector response at said
detector;
iteratively determining at least one said selectable rotation
angle that minimizes said detector response for each of
at least “m” said selectable incident polarization states,
wherein “n” 1s greater than or equal to “m”; and

using the “m” selectable rotation angles that minimize
said detector response to determine an indication of the
ratio of epzm/efm.

24. The method of claim 23, wherein said detector
response comprises approximately a secondary harmonic
response.

25. The method of claim 24, wherein said exigent light
beam includes a wavelength near resonant with said sam-
ple’s chromophore.

26. The method of claim 24, wherein said response at said
detector 1s monitored over a period of time comprising at
least some period before introduction of said sample into
said test chamber.

27. The method of claim 24, wherein said sample com-
prises an analyte of interest and at least one other substance.

28. The method of claim 24, further comprising the step
of:

normalizing said response at said detector to provide

normalized intensity ratios; and
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using said normalized intensity ratios to determine a
property of interest of said sample.
29. The method of claim 28, wherein said property of
interest 1s related to molecular orientation of said sample.
30. The method of claim 23, wherein said exigent light
beam has a wavelength that 1s approximately resonant with
a chromophore property of said sample; the method further
comprising using said wavelength to determine a property of
said sample related to said chromophore property of said
sample.
31. A method for characterizing the surface of a sample
comprising the steps:
providing an incident light beam having “m
polarization states;
projecting said incident light beam into a total internal
reflection cell contaiming a sample, wherein said total
internal reflection cell and said sample form an 1nter-
facial system, and wheremn said incident light beam
interacts with said interfacial system to produce an
exigent light beam having at least one component;
passing said exigent light beam through an exigent light
beam path comprising at least one optical device hav-
ing at least one adjustable rotation angle and a first
detector, wheremn at least a first component of said
exigent light beam passes through said exigent light
beam path to fall upon said first detector and wherein
said first detector produces a first detected signal inten-
s1ty response;
determining a first one of said adjustable rotation angles
for at least one of the “m” selectable polarization states
of said incident light beam that produces a minimum of
said first detected signal 1ntensity at said first detector;
and
determining at least one characteristic of said sample
using said first one of said adjustable rotation angles.

32. The method of claim 31, wherein said exigent light
beam path further includes a beam splitter and a second
detector, the method comprising the further step of:

passing said exigent light beam through said beam splitter

to produce said first component of said exigent light
beam and a second component of said exigent light
beam, wherein said second component of said exigent
light beam falls upon said second detector.

33. The method of claim 31, wherein said at least one
optical device comprises a quarter wave plate having a
quarter wave plate rotation angle and half wave plate having
a hall wave plate rotation angle; wherein said quarter wave
plate rotation angle and said half wave plate rotation angle
are adjustable to minimize said first detected signal intensity.

34. The method of claim 33, wherein said at least one
optical device includes a polarizer having a polarizer rota-
tion angle.

35. The method of claim 33, wherein said polarizer
rotation angle 1s rotated approximately about 90°.

2
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TABLE 2

Values of the %%’ tensor clements for R-6C in 2-propanci, normalized 01 Kuge = 1

PDI
NONE {+} {=} (4+) (3
p — 1 1 1
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Table 2
Values of the 4% tensor elements for R-6G in 2-propanol, normalized for o =1

P
o

NONE PDI

L

-- (+) (-) (+) (-} --
R | Sy
Xzxy (.8 {(#0.2) - 0.825 {20,094 0.90 {x8.02) -0.90 (x0.02)
X2z 1.7 (0.1 + 0.7 (#8010 1.54 008y 178 {x0.08) 130 (:0.08) -1.83 {£0.08)
YezeXeor =23 ($0.3) + 1.2/ (:0.44) £.7 (0.1} -2.8{20.1) -1.7 (0. 1) 2.0 01

The tensar comporents determined from the intensity-based measurements were cvaluated assuming
nurely real ™' elements and vielded four possible selutions consistent with the set of experimental

results.
Table 3
Values of the 1’ tensor elements for DR-19 in 2-propanol, normalized for Xxxz=1 L
NONE P31
{(+) () {t) {-)

Xxx2 : } i

PP 0.9 (=0.1) - 0.147 (£0.09)) (.97 (+:0.04) -(1.97 (£0.04)

Xzzz 25 (=03 + 1.00 (=0.20y 2.5 {+0.1] 2.6 (£0.1) 2.8 (0. 1) -2.1 (0.1}

In column 15, lines 29-42, please change

TABLE 4

14 29

Comparison of the experimental intensity ratios and those predicted
from the NONE data

Observed Predicted from NONE
Disperse red 19
Ip5/1545 0.88 (£0.08) 0.8 (x0.2)
IF'JP/IM5 7.2 (3:0.5) 8 (Il)
Rhodamine 6G
Ipsffls,q,ﬁ 0.76 (:I:003) 0.5 (10*2)

Ipp/Is-lflﬁ 2.8 (10.3) 4.1 (10.6)
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Observed Predicted from NONE
Disperse red 19
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TABLE 10
Cornparison of Measwed and Predicted Interfacial Optical Constants
for FITC-BSA.
Optical Measured by Predicted from  Predicted firom
Constents NONE Model A™ Mode] B®:
n;%" 1.387 (£0.005) 1.3582 1.365 to 1.655
k4% 0.0000i (+0.000%i) 0 0.0004i to 0.002i

“From Eq. 40.
®From prior art combined with Kramers-Kronig transformation of the vis-
ible absctbance spectrr.

TABLE 10
Comparison of Measured and Predicted Interfacial Optical
Constants for FITC-BSA.
Optical Measured by Predicted from Predicted from

Constants NONE Model A* Mode! B®

n* 1.387 (£ 0.003) 1.3982 1.365 to 1.655

2 0.0000i (£ 0,0009/) 0 .0004i to 0,002
a. From Eq. 40,

b. From prior art combined with Kramers-Kronig transformation of the visible absorbance



PATENT NO.

UNITED STATES PATENT AND TRADEMARK OFFICE

CERTIFICATE OF CORRECTION

: 7,336,359 Bl

APPLICATION NO. : 11/120350

DATED
INVENTOR(S)

It is certified that error appears in the above-identified patent and that said Letters

: February 26, 2008
. Garth J. Simpson

hereby corrected as shown below:

Page 4 of 12

Patent Is

Beginning at column 31, line 57 ending at column 32, line 20, please change

14

TABLE 11

Surface Tensor Elements Evaluated Using the Messured Elfective
Interfecial Optical Constants for FITC-BEA

Xup XQﬂ XP!P X'BPP %PPP
1 ~0.01 (£0.02) ~0.30 (0.01) ~0.05 (£0.01) 0.935 (x0.009)
+0.311 ~0. 101 ~0.1731 +0.6561
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M
Tz, 2w vz %z X2zz
1 ~0.01 (£0.04) 0356 (=0.01)  ~0.566 2.16 (20.03)
(£0.009)
+£.661 +0.125 ~{3,1 21 +0.731
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B e e et e e
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TABLE 11
Surface Tensor Elements Bvaluated Using the Measured Effective
Interfacial Optical Constants for FITC-BSA
Kaap Xpas Xprp Xapp Kppp
-- 1 -0.01 (£0.02) -0.30 (0.01) ~0.05 (x0.01) 0.933 (=0.00%) --
+0.34 ~0, 101 ~0.173i +{,664
{0.011) (£0.011) (x0.0021) {(£0.011)
Koz Xexx xXxvz Xvxz Xzzz
1 001 (2004) 0.56 (=0.01) -0.566 2.16 (=0.03)
(+0.009)
+0.661 +{,12: (3,124 +0.731
(x=0.021) (£0.031} (£0.041) (£0.041)

W
Predicted™ Measured
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D= Yz + e — 2 X ~0.021 (0.031)
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W

“Valid in the limit of weak orientational order.
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Igef e, cos?(a, A ) +e, 2 sin? (o, C)+2[Re

(e,°")Re(e, YIm{e,* ") m(e,*)] sin (0p,0/ )
COS (apafzm)

To

:. ]
5in? (t:r::})+

2 [Re (e;‘“ ) Re (ef" ) +Im (Ei" ]'Im (Ef ’ )]Si“ (“::* ) - (“;;)

2 el o o)

In column 37, lines 35-44, please change

Re(g) = == (5Th)
p = Re(p) + ifmip} = o2 “{.C;: :‘1 -5 (>7¢)
To
1o _(cm} (578)
-4
N R*(ﬂh% (576) -
p=Re{p)+iIm (p)..wi (57¢)

In column 37, lines 50-59, please change

C-A (58n)
2 _
P "(C'+A)
__—d (58b)
Relp) = C+A
¢ B+iVOl- Al - f2 (58c) o>

p = Re(p) + Hmlp) = ———r

It is certified that error appears in the above-identified patent and that said Letters
hereby corrected as shown below:

29

(33)

(55) --

Page 6 of 12

Patent Is



UNITED STATES PATENT AND TRADEMARK OFFICE
CERTIFICATE OF CORRECTION

PATENT NO. : 7,336,359 Bl
APPLICATION NO. :11/120350
DATED : February 26, 2008
INVENTOR(S) . Garth J. Simpson

To
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- -5 (58b) -
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In column 38, lines 34-43, please change

I, %ok sin [2{192*”)+L sin (4&EIMJ+M cos

(40N
" K=20m{(e,2)(e,2)"]
L=Rel(e,%“)e,2*)*]
M=V4[le *P—le #¥F]

N=14[3le,* 1 +le, 2]

To

T I3y = Ksin(2a)* )+ Lsin(4a® )+ M cos(4a}" )+ N

K =21m| () (&) |
p=ref()(e)

M_J_-Ezﬂl_gz.m 1]
=2

)

N =43leef +

p X
E.r

(61a)
(61b)
(Elc)
(61d)

(61e)

(6la}

(61b)
(61c)

(61d)

(618)

It is certified that error appears in the above-identified patent and that said Letters
hereby corrected as shown below:

e

Page 7 of 12

Patent Is




UNITED STATES PATENT AND TRADEMARK OFFICE
CERTIFICATE OF CORRECTION

PATENT NO. : 7,336,359 Bl Page 8 of 12
APPLICATION NO. : 11/120350

DATED . February 26, 2008

INVENTOR(S) . Garth J. Simpson

It is certified that error appears in the above-identified patent and that said Letters Patent Is
hereby corrected as shown below:

In column 43, lines 1-5, please change

B 2Re( ¥ opp Xt (79)
G tﬂﬂ(wp) —_— —_zw-p_'pﬂz- a9
A Doml + Xeppl
To
B ZRE(ZFFPXJP;) --
tan (24, ) = Ve 2 2 (79
% ome |+ X
In column 43, lines 23-32, please change
) %577=N,[{cos”® 0)B,,,+{sin® 6 cos 0 cos® PIP, ..+ )
2P ene)] (80)
X o=YeN, [{sin® 8 cos 0)f,.. +{cos 8)B, ... ~{sin® &
cos 6 cos® WHPB, sy 2By (81)
X yy2=Y5N,[{sin* O cos 0, . +{cos BB, ~{sin* B
cos 8 co5* Y Braes +2Byne)] (82)
AXYZ™ 1'éNs[(Si-n2 0 sin } COs§ lp)(ﬂ'xﬁ:'z"' Bzfr'.'r‘)] (83)
To
Xy =N, [(cos" 6’) B+ (s:’in2 @ cos B cos” y/> (Boyn 28,00 )] )
Yoor =1 N, |:<s.ir712 & cos H)ﬁ,.,.,. +{cos8) B,.,... —<'5i:m2 & cos & cos’ w)(ﬁﬂ.x. -+ Eﬂx.,.,.)] (81)
Yz =3 N, [(sin’ &cos 6') Bopp +(c086) By —(sinz fcos @ cos’ w)( B +2,B,.,.,.)] (82)
ZX}’Z - %Ns |:<Si'n2 Qsmw COS W> (ﬁx*x‘z‘ — ﬁz'.x'x‘):l (83)
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It is certified that error appears in the above-identified patent and that said Letters Patent Is
hereby corrected as shown below:

In column 44, lines 13-18, please change

- -1 (ﬂ':;?fj )HRM‘:} (37:] *9

)B;"'j’i" ("'ﬂb’swn; Wyisy E'LL) = T (W = Wi = 2:‘1",1)

To

: (ocr) . b o

- ﬁf'j'k' (_mmm; mw.t?mfr) = TI-ZH: m

In column 47, lines 21-36, please change

TABLE 13
4 "9
comparison of FITC-BSA p values derived from different experimantal copfigurations.
Prri Prib Po Pres
NONE 1.80 (=01)+  =1.B0 (=05) - 0,33 (=.05) -  -(h59 (=.04) +
031 (=01i) 0.34i (=01i) 0.971 (£.01i) 0.B4i (x.015)
Rat QWP g- 1.78 (=02)+ -1.53 (=02) - 0.45 (x.04) =  -0.47 (x.05)
0.460 (=.04i) 0.56i (=.03i) 0.931 (+.06i) 0.841 (x.04)
Rot QWE p- 1.7 (£.1) + -1.74 (.02}~ 048 (x03)=- =047 (=07 +
0511 (=060 0.621 (=.04}) 0.951 (=.061) 0,961 (*.02i)
Rot HWP »- 1.89 (x.08)x -1.36 (=.05) = 0.67 (z.04) 2 =050 (=01 =
1.36i (%.06i) 0.5 (=11 1.000 (=.07D) 0.761 (=,05i)
Rot HWP p- 1.8 (£2) = =108 (203 = Q.52 (x03) = =032 (£01) =
071 (x.3) GL.BO1 (2.051) 0940 (=.03) 0.82i (x.0L1)
To
TABLE |3

- - - " - |} -
CIoarisan pr k1. 3o Avaluss darived rom ditierant exnermental conngurgtions

————— et e e e et S e

NONE 1.80 (.01} + -1.80 (£.05) - 0.33(£.05) - 0.59(x.04) +
0.31i (£.015) 0,344 (£.01i) 0,571 (=.01i) 0.341 (%.011)
Rot QWP s- 1.78 (,02) + -3.53(x£02) - 0,45 (04} - 047 (£.05) +
0,461 {041 0.561 (035} 0.93] (=.06i) 0.844 (+.041)
Rot QWP p- 1.7(.1) + -1.74 (2.02) - 0.48 (x03) - 047 (£.07) +
0.51i (.06 0.62i (.041) 0.951 {£.06i) 0.96i (.020)
Rot HWP s- 1.89 (+,08) £ =-1.36 (£.05) =+ 0.47 (x.04) = 0.50 (£.01) =
1,361 (£.061) 0.5 (£.11) 1.00i (£.0T) 0.761 {=.051)
Rot HWP p- 1.8 (%2) 108 (03 % 0.52(x0)) = 032 (01} %

0.7 (.31 0.861 (£.05; 0.9 (£.03 0.82i (x.01i)
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It is certified that error appears in the above-identified patent and that said Letters Patent Is
hereby corrected as shown below:

In column 47, lines 37-51, please change

TABLE 14

el

1 values derived from different sxperimantal confl

Companson of EB-dex

Pnss Proa Po Prsa
NONE 032 (£01)+ 035 (£02)~  0.35 (£03)~  ~032 (=03) +
0.35) (x.01i) 0.32i {£.01)) 1.051 {=,011) 1.05; (=.010)
Rot QWP s- ~0.28 (£03)+ 023 (£202)- 022 (=01) = =020 (£.02) +
0,400 (£01) 035 (01}  0.96i (£.01D) 1,05 (=.030)
Rot QWP p-  -0.26 (204} + 025 (£01) -  0.24 (201} -  —0.19 {£.03) +

0.351 (=.02i) 0.38i (=011) 0.931 (.02 1.04i (£.031)
Rot HW? - ~(.18 (£.02) = 0.29 (=01) = 0.25 (01} =0.24 (x01) =

0.33i {=.01i) 0.35i (=.02{) 1.03i {=.01i) 1.051 (=.011)
Rot HWP p- ~0.17 (=01) = 0.30 {x.01) = 024 (201} =024 (202) =

0.371 (=021) 0,381 (z.021i) 1.03) {:I:.Uli) 1.041 (=.011)
To
TABLE 14
smparison of REB-dex 2 values denved from diffsrent experimenta] configutation:
NONE 032 (£0]) + 0.35(.02) - 035 (*.03) - -0.32(+£03) +
_ 0.35 (:t.ﬂ]ij 0321 {:l:.ﬂli) .05 {:I:.Uli} 1.0:5¢ {t.ﬂli] _
Ro{QWPs-  028(£03) +  023(x03) -  022(201) -  -0.20(£03) +
0.40i (£.01) 0.35i (£.010) 0.96i (.011) 1,05F (03]
Reot QWP p- -0,26 (:b‘ﬂli:l + 0.25 (£01) - 0,24 (01} =~ 0,19 (203) =+
0,351 (£.021) .38 (£.C1)) 0,931 (£,021) 1.04) (£.030)
Rot HWP s5- -0.18 (£.02) + 029 (£01) & 0.25 (201} = -0.24 (£.01) =%
0.33i (%.010) 0.351 (.020) 1.03i &.011) 1.051 (£.01])
Rot HWP - .17 (£,0]) + 0.30(+01) =+ 0.24 (+£0]) =+ 024 (+£.02) +

0,37 (.02i) 0.38i (&.027) 103 (£010) L0 (£.01i)

In column 49, beginning at line 38, please change

TABLE 15
¢ S of tANEGE erlv »?
R-6G DR-19 DPEB
Kucnz 1 1 ]
) S ~0,64 (=003} + 0,37) (0,031} 1.00 {=0.04) — 0,04i (0,04 1.34 (x0.01) + 1.1i {x0.1i)
Yrze 1.42 (£0.01) - 0.24] {=0.04i) 2.74 {20.05) + 0.75 (x0.01i) 2,43 (aD.07) + 1.75i {£0.05i)
Neea Kawn  —L.BE {x0.02) - 0.7 (20.12)  2.72 (&0.02) + 0.9 (0.10) 1.7 (0.1) = 0.12i (0.08))
D 0.61 (+0.01} - Q.05] (£0.0611) 0.59 (#0.01) + 0.07i (£0.00i} 0.52 (+0.02) + 0.07i (£0.04i)
o 38.5° (=0.7%) 39.5° (0.9 43° (£2°)
Ren, — 0.00 {£0.02) + 0.02 (0.01i) -0.29 (2.02} - 0.21i (20.03i)
R —_ -0.02 -0.02

*All of the X" tensor elemeats are normallzed 1o 3,
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To
TABLE 13
W
R-6G DR-1¢ DPE
X l l 1
towe 064 (E003)+ 037 (2003 LOO(E0.04)-0.04i {£0.04) 134 (£0.01)+ 1.2k (£ 0.10)
Yezz 142 (£ 0.01)- 0.24i (£ 0.04) 274 (F0.05)+ 075 (0.01i)  2.43 (£ 0.07) + 1.75i (£ 0.08i)
Y2z
/ - - : 2.72 (+ 0.02) + 0.9 (+ 0.1 . .
D D61 & 0,00)-0.05 (£0.00)  0.59 (Z0,01)+ 0.07 ©001)  0.52 (£0.02) + 0.07 (& 0.040)
& 18.5°(+ 0.7 39.5"(£ 0.9 43' (2 2%
R - 0.00 (£ 0.02)+0,02i (x0.00)  +0.2% (£ .02) - 0.21i (£ 0.03i)
Roul — 0.02 -0.032
¢ Al of the xm tensor ¢clements sre narmelized to vou.
In column 54, lines 10-12, please change
" exm=éxm“[ 1}13“"&13“’?‘;32"33 oy {u? Fp32 p.?:lme_ T
" L)
i2p — p13mrp32 rp31m p32 “e ﬁ ] (S'B)
To
A -ip* “120% i 2(s®
e =& 1 e i e ] (88) -

In column 56, lines 45-49, please change

5% = 58 (n¥cost2 | n cos® ) (sind* [ sin62¥) (3.18¢) -

= :? [{n%‘” )2 cosﬁ%‘” / (nf‘“‘)2 cosﬂf‘”]
To

5§ =57 (n® cos82®/ni® cos 0] )(sin67° /sin 63" )

(S.18¢)
= 57 [(n{f“ )2 cos 67° /(nf'“ )z COS Eif‘“] B
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In column 57, lines 19-23, please change

« yxvz _ SiXew _ L+ - 1512) costt Xps (5.20) ..

AYXZ 5§ Xo T - raf2)(1 +rdz) cosbf Yop

To
20 @ u
- X =_%ﬂ=_ (}MM;LIW (8.20) --
Kyxz I4 Kspp (l_rjlﬂl)(l-l-r;i) cos 8" Kspp
Signed and Sealed this

Nineteenth Day of May, 2009

), A (D0

JOHN DOLL
Acting Director of the United States Patent and Trademark Olffice
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